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DETECTION OF DEGRADATIVE ENZYMES
AND BIOMOLECULES IN BODILY FLUIDS

CROSS-REFERENCES TO RELATED
APPLICATIONS

This application is a divisional of U.S. patent application
Ser. No. 13/936,882, filed Jul. 8, 2013, which in turn is a
divisional of U.S. patent application Ser. No. 12/866,732,
filed Aug. 6, 2010, now issued as U.S. Pat. No. 8,507,218,
which is a U.S. National Stage of International Application
No. PCT/US2009/033584, filed Feb. 9, 2009, which claims
the benefit of U.S. Provisional Application No. 61/027,308,
filed on Feb. 8, 2008, each of which is herein incorporated by
reference in its entirety for all purposes.

REFERENCE TO A “SEQUENCE LISTING,” A
TABLE, OR A COMPUTER PROGRAM LISTING
APPENDIX SUBMITTED AS AN ASCII TEXT
FILE

The Sequence Listing written in file 88654-
922772_ST25.TXT, created on Dec. 10, 2014, 11,255 bytes,
machine format IBM-PC, MS-Windows operating system, is
hereby incorporated by reference.

BACKGROUND OF THE INVENTION

Increasing evidence suggests that there is an association
between an inflammatory cascade and physiological shock
[1, 2], diabetes [3, 4], cardiovascular diseases [5-10], acute
cerebral stroke [11-15], Alzheimer’s chronic disease [16],
and various other diseases. This cascade is accompanied by
activation of cells, expression of pro-inflammatory genes,
down regulation of anti-inflammatory genes, attachment of
leukocytes to the endothelium, elevated permeability of the
endothelium, thrombosis, mast cell degranulation, apoptosis,
growth factor release, and other events [17]. This evidence
has opened up great opportunities in medicine to develop a
variety of new anti-inflammatory interventions in an increas-
ing number of diseases. Recent research designed to deter-
mine the origin of the trigger mechanisms of the inflamma-
tory cascade in shock, multi-organ failure, and other diseases
show that there exists an enhanced level of degradative
enzymes that are targeted towards a variety of autologous
proteins, protein structures, lipids, and lipid structures [1,
18-20]. This enzyme activity is not blocked to the same level
as in non-disease control samples.

In shock, for example, digestive enzymes (e.g. chymot-
rypsin, trypsin, elastase, lipase, nuclease) synthesized in the
pancreas find entry into the wall of the intestine [1]. Physi-
ological shock is a life-threatening cardiovascular complica-
tion with high mortality that occurs in situations associated
with trauma, including burns, surgery, ischemia, and sepsis.
These traumas cause a reduced blood flow in the intestine,
which in turn triggers an increased epithelial and endothelial
permeability. This allows pancreatic enzymes to enter sys-
temic circulation via the portal vein and/or intestinal lym-
phatics, where they produce a chain of events, including the
production of inflammatory mediators (toxic protein frag-
ments), inflammation, self-digestion of tissues, multi-organ
failure, and eventually death. These enzymes have the ability
to degrade almost all biological tissues and molecules, and,
when exposed to the body during shock, lead to auto-diges-
tion of matrix proteins and tissue cells in the intestinal wall
and to the production of inflammatory mediators, which in
turn further enhances the level of inflammation. Detection of
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these proteases in the blood can therefore diagnose a patient
for the early stages of physiological shock, as well as for
chronic and acute inflammation. It is also believed that the
detection of lipases, amylases, and nucleases may be impor-
tant for diagnosing these diseases. Furthermore the detection
of proteases, lipases, amylases, and nucleases may also be
important for many other diseases, including heart disease
and cancer i.e., pancreatic cancer in particular.

As an additional example, diabetes is a disease character-
ized by excessive blood glucose levels [21]. Too much glu-
cose in the blood can cause acute complications such as
hypoglycemia, ketoacidosis and nonketotic hyperosmolar
coma, as well as chronic complications such as cardiovascu-
lar disease, chronic renal failure, retinal damage (potentially
resulting in blindness), several types of nerve damage, and
microvascular damage (which can lead to impotence and poor
healing). Glucose uptake from the blood is stimulated by the
hormone insulin. Diabetes occurs when this hormone can’t be
synthesized by the body (type I) or when the body has resis-
tance or decreased sensitivity to it (type II). For the latter case,
recent evidence has shown that one particular pathogenesis of
this insulin resistance may be proteolytic cleavage of the
extracellular a-subunit of the insulin receptor by matrix met-
alloproteases (MMPs) [22]. It was shown, that spontaneously
hypertensive rats (SHR) had significantly elevated MMP-9
protein levels in SHR microvessels, and elevated levels of
leukocytes compared to normotensive Wistar-Kyoto rats.
Furthermore, in-vivo micro-zymography showed enhanced
cleavage by MMP-1,9 that co-localized with MMP-9 and was
blocked by metal chelation. Using an antibody against the
extracellular domain of the insulin receptor, this study further
showed reduced density of the insulin receptor-c. and a cor-
responding elevation of glucose and glycated hemoglobin in
the blood, compared to the normotensive control. Treating the
SHR with a broad spectrum MMP inhibitor, doxycycline,
reversed all of these aforementioned trends. In other studies
by Lee [23] and by Derosa [24], it was shown that there were
elevated MMP-2, 9 levels in diabetic patients versus healthy
patients. Together, all of these results show that one or more
MMPs may be responsible for cleavage of the insulin recep-
tor-alpha and corresponding insulin resistance, which in turn
leads to type-2 diabetes. Detecting these matrix metallopro-
teases can therefore diagnose a developing insulin resistance
during the early stages of type 2 diabetes.

Previous protease detection substrates and devices have
included Fluorogenic Substrates [27, 28], Chromogenic Sub-
strates [25, 26], FRET-Based Substrates [29, 30], EnzChek
Assays, Immunohistochemical Assays, Fluorescence Polar-
ization [31, 32] and Zymography [33]. These are protease
assays based on cleavage of specific short amino-acid
sequences designed to detect specific protease activity. The
existing protease detection kits are based on 96 well plates
with relatively large sample size (0.1 to 0.3 ml) each and they
are not generally designed to detect cleavage of specific pro-
teases. In general, these substrates are FRET type peptides
which when cleaved by the protease produce an enhanced
fluorescent signal or change in the fluorescent emission wave-
length. Fluorescent PepTag® substrates are separated by gel
electrophoresis after hydrolysis [34, 35]. These assays do not
allow the detection of proteases directly in blood, cannot be
separated easily from blood and plasma components, and are
not useful for clinical diagnostics.

Other devices, systems and substrates for the detection of
protein kinases and proteases have been designed [36, 37],
however they appear not to be useful for rapid clinical diag-
nostic applications for the reasons discussed above.
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Since the discovery of the link between the inflammatory
cascade and physiological shock, diabetes, and potentially
numerous other diseases, there have not been any detection
platforms developed that could perform multiplex measure-
ments of the clinical levels of disease related enzymes
directly inblood or plasma. Therefore, there is a clear need for
the rapid and quantitative detection of key disease related
enzymes in formats that utilize minimal sample size and
sample preparation. The present invention addresses these
and other needs in the art.

BRIEF SUMMARY OF THE INVENTION

Provided herein are methods, kits and compositions useful
in detecting degradative enzymes and biomolecules in bodily
fluid samples.

In one aspect, a method of detecting a degradative enzyme
in a bodily fluid sample is provided. The method includes the
step of contacting the bodily fluid sample with a negatively
charged degradative enzyme substrate or neutral degradative
enzyme substrate. The degradative enzyme is allowed to react
with the negatively charged degradative enzyme substrate or
neutral degradative enzyme substrate thereby forming a posi-
tively charged degradative enzyme product. The positively
charged degradative enzyme product is electrophoretically
separated from the negatively charged degradative enzyme
substrate or neutral degradative enzyme substrate. The sepa-
rated positively charged degradative enzyme product is
detected thereby detecting the degradative enzyme in the
bodily fluid sample.

In another aspect, a peptide sequence is provided including
at least one of the sequences of SEQ ID NOs:1-18 or conser-
vative amino acid substitutions thereof.

In another aspect, a kit for detecting a degradative enzyme
in a crude bodily fluid sample is provided. The kit includes a
negatively charged degradative enzyme substrate or neutral
degradative enzyme substrate.

In another aspect, a method is provided for detecting a
biomolecule in a bodily fluid sample. The method includes
contacting a bodily fluid sample with a first detection anti-
body and a second positively charged antibody to form a
detectable positively charged biomolecule conjugate. The
detectable positively charged biomolecule conjugate is elec-
trophoretically separated from negatively charged endog-
enous material present in the bodily fluid sample. The detect-
able positively charged biomolecule conjugate is detected
thereby detecting the biomolecule in the fluid sample.

In another aspect, a method of detecting a nucleic acid in a
bodily fluid sample is provided. The method includes the
steps of contacting the bodily fluid sample with a first detec-
tion nucleic acid and a second positively charged nucleic acid
to form a detectable positively charged nucleic acid conju-
gate. The detectable positively charged nucleic acid conju-
gate is electrophoretically separated from negatively charged
endogenous material present in the bodily fluid sample. The
detectable positively charged nucleic acid conjugate is
detected thereby detecting the nucleic acid in the bodily fluid
sample.

BRIEF DESCRIPTION OF THE DRAWINGS

FIGS. 1A-1B. Populations of healthy patients and those
with a specific disease have Gaussian distributions of activity
of a specific protease. FIG. 1A: A threshold is set in a diag-
nostic test to designate which range of activities will produce
a positive result. FIG. 1B: If the threshold is set lower to
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increase sensitivity of detection, this will increase false posi-
tives and hence lower specificity.

FIG. 2. A healthy and diseased population are not well
resolved by the activity of a single protease (2D plot) but are
better resolved by the activities of multiple proteases (3D
plot).

FIGS. 3A-3C. Design and synthesis of the net charge dif-
ferentiating peptide substrates (NCDPS), cleavage, separa-
tion and detection. (FIG. 3A) Chymotrypsin substrate labeled
with a fluorophore and a net charge of —1. The fluorescently
labeled cleavage product has a net charge of +2. (FIG. 3B)
Without an electric field, uncleaved substrate (background)
and cleaved product (signal) are unresolved. (FI1G. 3C) After
application of an electric field, the uncleaved substrate and
fluorescently labeled cleavage product migrate in opposite
directions. The fluorescently labeled cleavage product can be
detected by a fluorescent detector. Sequences: Ac-N-Asp-
Gly-Asp-Ala-Gly-Tyr-Ala-Gly-Leu- Arg-Gly-Ala-Gly (SEQ
ID NO:19); Ac-N-Asp-Gly-Asp-Ala-Gly-Tyr (SEQ ID
NO:20); Ala-Gly-Leu-Arg-Gly-Ala-Gly (SEQ ID NO:21).

FIGS. 4A-4C. Cleavage and separation of the NCDPS
substrate and product fragments in whole blood.

FIG. 5. Peptide substrates for detecting inflammatory cas-
cade enzymes. Each sequence carries cleavage sites at defined
locations to promote specific detection. Different fluorescent
substrates allow simultaneous detection of multiple enzymes.
Sequence: Gly-Glu-Gly-Ala-Phe-Gly-Ala-Arg-Gly (SEQ ID
NO:22).

FIG. 6. Multiplexing NCDPS.

FIG. 7. Design and synthesis of the net charge differenti-
ating peptide substrate (NCDPS) with a streptavidin Quan-
tum Dot or fluorescent nanoparticle label. Sequence: Gly-
Glu-Gly-Ala-Phe-Gly-Ala-Arg-Gly-(biotin)  (SEQ ID
NO:23); Gly-Glu-Gly-Ala-Phe-Gly-Ala-Arg-Gly (SEQ ID
NO:22).

FIG. 8. 3D or tertiary NCDPS substrates. Two substrates
are shown for chymotrypsin and trypsin that have the same
amino acid sequence, but different tertiary structures.

FIG. 9. Design for net charge changing amylase substrate.

FIG. 10. Design for net charge changing lipase substrate.

FIG. 11. Design for net charge changing nuclease sub-
strate.

FIG. 12. Scheme for net charge changing double antibody
assay.

FIG. 13. Schematic of an enzyme separation and detection
system in a microtiter plate format.

FIGS. 14A-14B. Schematic of an enzyme separation and
detection system in a focusing/smart gel format.

FIG. 15. Schematic of an enzyme separation and detection
system in a microelectrode array format.

FIG. 16. Schematic of an enzyme separation and detection
system in a microfluidic format.

FIG. 17. Schematic of an enzyme separation and detection
system which accelerates the reaction of the protease with the
NCDPS substrates.

FIG. 18. Schematic of an enzyme separation and detection
system which accelerates the reaction of the protease with
immobilized NCDPS substrates.

FIG. 19. Reduction of electrophoretic mobility of Strepta-
vidin Quantum Dot-Biotinyl-Gln-His-Trp-Ser-Tyr-Gly-Leu-
Arg-Pro-Gly-NH2 derivative (SEQ ID NO:24) (Example 1).

FIG. 20. Electrophoretic separation of c-chymotrypsin
and trypsin in 1xPBS buffer using a NCDPS (Example 2).

FIG. 21. Enzyme activity standard curves for detection of
a-chymotrypsin and trypsin in 1xPBS buffer using a NCDPS
(Example 2).
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FIG. 22. Electrophoretic separation of a-chymotrypsin
and trypsin in human plasma using a NCDPS (Example 3).

FIG. 23. Enzyme activity standard curves for detection of
a-chymotrypsin and trypsin in human plasma using a
NCDPS (Example 3).

FIG. 24. Agarose gel electrophoresis patterns of a-chymot-
rypsin (gel 1) and trypsin (gel II) cleavage products in whole
rat blood (Example 4).

FIG. 25. Enzyme activity standard curves generated from
the detection of a-chymotrypsin (curve ) and trypsin (curve
II) cleavage products in whole rat blood (Example 4).

FIGS. 26A-26B. Electrophoretic pattern of the Acetyl-N-
Asp-Gly-Asp-Ala-Gly-Tyr-/-Ala-Gly-Leu-/-Arg-/-Gly-Ala-
Gly-Bodipy FL (SEQ ID NO:25) reacted with bovine pan-
creatic alpha-chymotrypsin in 1xPBS (left half) and whole rat
blood (right half). Legend: FIG. 26A (upper); FIG. 26B
(lower).

FIG. 27. Non-specific binding activity of the NCDPS sub-
strate.

FIG. 28. Stacking gel focusing of the NCDPS substrate.

FIG. 29. High density capillary gel format for focusing the
NCDPS substrate.

DETAILED DESCRIPTION OF THE INVENTION
1. INTRODUCTION

Provided herein are, inter alia, methods for the design,
synthesis and use of degradative enzyme substrates, such as
net charge differentiating peptide substrates (NCDPS), for
the rapid detection of disease related enzymes in bodily fluids
such as blood, plasma and other biological samples.
NCDPS’s can be labeled with a variety of detection moieties
which include but are not limited to organic fluorophores,
quantum dots, fluorescent nanoparticles, fluorescent proteins,
dendrimeric nanoparticles, and chemiluminescent and elec-
trochemical labels. These NCDPS’s can be used for the
highly specific and sensitive detection of the key disease
related enzymes, including but not limited to proteases,
matrix metalloproteases, lipases, amylases, nucleases and
protein kinases associated with shock, inflammatory
responses and many other diseases. The substrates may be
specifically designed for use in blood, plasma and other crude
(e.g. un-processed) biological samples.

In some embodiments, the methods allow the rapid identi-
fication of specific disease related enzymes with little or no
sample preparation. For example, upon cleavage by a specific
enzyme, degradative enzyme substrates produce a cleavage
product which has an overall net charge that is different from
the original peptide substrate (e.g. neutral or negatively
charged peptide substrates). The cleaved substrates (e.g. posi-
tively charged peptide substrates) may be specifically
designed to be rapidly separated from the substrate itself, as
well as components of a bodily fluid such as blood cells and
other background blood and plasma components (hemoglo-
bin, albumin, etc.). In certain embodiments, the substrate
design allows the cleaved fluorescent peptide product frag-
ments to be selectively concentrated by unique electro-
phoretic focusing/smart gels and microgel devices, as well as
in microtiter plate and lab-on-a-chip devices providing
greatly enhanced signal detection. Also provided are novel
research and clinical diagnostic systems, devices and signal
detection components which are synergistic with the
NCDPS’s, allowing the substrates to be used for the rapid
detection of proteases and other enzymes directly in blood,
plasma and other relevant samples.
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In certain embodiments of the methods provided herein,
electric fields are used to rapidly separate and concentrate
fluorescent labeled peptide fragments after cleavage by a
specific degradative enzyme. The process may be designed to
greatly increase the sensitivity and specificity for detecting
specific proteases and other enzyme (e.g. lipases, amylases,
nucleases, kinases, etc.) directly in blood or plasma. Where
low levels of the target degradative enzyme or biomolecules
are present, highly sensitive and specific methods are
required. In some embodiments, highly sensitive and specific
methods are required for patient monitoring and point of care
(POC) applications. Cleavage of degradative enzyme sub-
strates results in a change in the net charge on the complex.
The cleaved products can be separated and concentrated from
the intact peptide substrate by application of a directed elec-
trophoretic field. Subsequent detection may be performed
with a high sensitivity fluorescent, luminescent or electronic
detection component device. The methods may employ a
micro-titer plate, microarray, and microfocusing gel formats
as research and diagnostic platform systems for a variety of
applications.

II. DEFINITIONS

A “subject” refers to an animal. In some embodiments, the
subject is a mammalian subject such as a human, non-human
primate (e.g. rat, mouse or other rodent), or domesticated
animal (e.g. dog, horse, cat, pig).

Generally, a “sample” represents a mixture containing or
suspected of containing an analyte to be measured in an assay.
Samples which can be typically used in the methods of the
invention include bodily fluids such as blood, which can be
anti-coagulated blood as is commonly found in collected
blood specimens, plasma, urine, semen, saliva, cell cultures,
tissue extracts and the like.

The term “specific binding” refers to binding between two
molecules such as a ligand and a receptor and is characterized
by the ability of a molecule (ligand) to associate with another
specific molecule (receptor) in the presence of many other
diverse molecules. Specific binding ofa ligand to a receptoris
also evidenced by reduced binding of a detectably labeled
ligand to the receptor in the presence of excess of unlabeled
ligand (i.e. a binding competition assay).

The term “antibody” (Ab) refers to a polypeptide with a
framework region from an immunoglobulin gene or frag-
ments thereof that specifically binds and recognizes an anti-
gen. The recognized immunoglobulin genes include the
kappa, lambda, alpha, gamma, delta, epsilon, and mu con-
stant region genes, as well as the myriad immunoglobulin
variable region genes Immunoglobulin light chains are clas-
sified as either kappa or lambda, whereas immunoglobulin
heavy chains are classified as gamma, mu, alpha, delta, or
epsilon. The immunoglobulin heavy chains define the immu-
noglobulin classes (isotypes), 1gG, IgM, IgA, IgD and IgE,
respectively. Typically, the antigen-binding region of an anti-
body will be most critical in specificity and affinity of bind-
ing. Antibodies can be polyclonal or monoclonal, derived
from serum, a hybridoma or recombinantly cloned, and can
also be chimeric, primatized, or humanized.

An example of an immunoglobulin (antibody) structural
unit includes a tetramer. Each tetramer is composed of two
identical pairs of polypeptide chains, each pair having one
“light” (about 25 kD) and one “heavy” chain (about 50-70
kD). Disulfide bonds connect the heavy chain and the light
chain of each individual pair. Further, the two heavy chains of
each binding pair are connected through a disulfide bond in
the hinge region. Each heavy and light chain has two regions,
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a constant region and a variable region. The constant region of
the heavy chain is identical in all antibodies of the same
isotype, but differs in antibodies of different isotypes. The
variable region located at the N-terminus of the heavy and the
light chain includes about 100 to 110 or more amino acids and
is primarily responsible for antigen recognition. The terms
variable light chain (V) and variable heavy chain (V) refer
to these light and heavy chains, respectively.

Antibodies exist, for example as intact immunoglobulins
or as a number of well-characterized fragments produced by
digestion with various peptidases. Thus, for example, pepsin
digests an antibody below the disulfide linkages in the hinge
region to produce F(ab)',, a dimer of Fab, which itself is a
light chain joined to V-C41 by a disulfide bond. The F(ab)',
may be reduced under mild conditions to break the disulfide
linkage in the hinge region, thereby converting the F(ab)',
dimer into a Fab monomer. The Fab monomer is essentially
Fab with part of the hinge region (see Fundamental Immu-
nology (Paul ed., 3d ed. 1993). While various antibody frag-
ments are defined in terms of the digestion of an intact anti-
body, one of skill will appreciate that such fragments may be
synthesized de novo either chemically or by using recombi-
nant DNA methodology. Thus, the term antibody, as used
herein, also includes antibody fragments either produced by
the modification of whole antibodies, or those synthesized de
novo using recombinant DNA methodologies (e.g., single
chain Fv) or those identified using phage display libraries
(see, e.g., McCafferty et al., Nature 348:552-554 (1990)).

“Polypeptide” refers to a polymer in which the monomers
are amino acids and are joined together through amide bonds,
alternatively referred to as a peptide. When the amino acids
are o.-amino acids, either the l-optical isomer or the d-optical
isomer can be used. Additionally, unnatural amino acids, for
example, P-alanine, phenylglycine and homoarginine are
also included. Commonly encountered amino acids that are
not gene-encoded may also be used in the present invention.
All of the amino acids used in the present invention may be
either the d- or l-isomer. The l-isomers are generally pre-
ferred. In addition, other peptidomimetics are also useful in
the present invention. For a general review, see, Spatola, A. F.,
in Chemistry and Biochemistry of Amino Acids, Peptides and
Proteins, B. Weinstein, eds., Marcel Dekker, New York, p.
267 (1983).

The phrase “amino acid” as used herein refers to any of the
twenty naturally occurring amino acids as well as any modi-
fied amino acids. Modifications can include natural processes
such as posttranslational processing, or chemical modifica-
tions which are known in the art. Modifications include, but
are not limited to, phosphorylation, ubiquitination, acetyla-
tion, amidation, glycosylation, covalent attachment of flavin,
ADP-ribosylation, cross linking, iodination, methylation,
and the like.

“Nucleic acid” refers to deoxyribonucleotides or ribo-
nucleotides and polymers thereof in either single- or double-
stranded form, and complements thereof. The term encom-
passes nucleic acids containing known nucleotide analogs or
modified backbone residues or linkages, which are synthetic,
naturally occurring, and non-naturally occurring, which have
similar binding properties as the reference nucleic acid, and
which are metabolized in a manner similar to the reference
nucleotides.

A “nucleoside analog” as used herein is defined in more
detail below and includes analogs of ribonucleosides and
deoxyribonucleosides and the triphosphates thereof. As
described above, they are naturally occurring or non-natu-
rally occurring, and derived from natural sources or synthe-
sized. These monomeric units are nucleoside analogs (or
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“nucleotide” analogs if the monomer is considered with ref-
erence to phosphorylation). For instance, structural groups
are optionally added to the sugar or base of a nucleoside for
incorporation into an oligonucleotide, such as a methyl or
allyl group at the 2'-O position on the sugar, or a fluoro group
which substitutes for the 2'-O group, or a bromo group on the
nucleoside base. The phosphodiester linkage, or “sugar-phos-
phate backbone” of the oligonucleotide analog is substituted
or modified, for instance with methyl phosphonates, phos-
phorothioates, dithiophosphates, boranophosphates, or
O-methyl phosphates.

The terms “NCDPS”, “NCDAS”, “NCDLS”, “NCDNS”
and “NCDPKS” stand for net charge differentiating protease
substrate, net charge differentiating amylase substrate, net
charge differentiating lipase substrate, net charge differenti-
ating nuclease substrate and net charge differentiating protein
kinase substrate, respectively. NCDPS, NCDAS, NCDLS,
NCDNS and NCDPKS are characterized by a specific net
charge. For instance, for NCDPS the net charge can be either
neutral, negative (e.g. —1) or positive (e.g. +1). The net charge
confers a particular migratory potential to the NCDPS upon
exposure to an electric field. Therefore, NCDPS with a nega-
tive net charge will migrate towards the anode, whereas
NCDPS with a positive net charge will migrate towards the
cathode of an electrochemical device. However, neutral
NCDPS exhibit no substantial migration potential in an elec-
trical field. Examples for other charge differentiating enzyme
substrates as disclosed herein are kinase substrates, methyl-
transferase substrates and aminotransferase substrates. In
general any substrate specific for an enzyme present in a
bodily fluid sample can be used in the present methods and
devices.

The term “non-amino acid groups” includes any biological
molecule other than an amino acid. Examples for non-amino
acid groups are monomers, polymers, oligomers, small mol-
ecules, hyaluronic acid, RNA/DNA fragments, glycosami-
noglycan, polyethylene glycols, polyacrylamides, succinic
acid, aminobutyric acid.

The term “isomeric amino acid” includes amino acids that
are present in an optical isomeric form other than the L form.
Examples are D-amino acids which are naturally found in
proteins by exotic sea dwelling organisms, and are abundant
components of the peptidoglycan cell walls of bacteria.

The term “reactive functional group” as used herein
includes, for example:

(a) carboxyl groups and various derivatives thereof includ-
ing, but not limited to, N-hydroxysuccinimide esters, N-hy-
droxybenzotriazole esters, acid halides, acyl imidazoles,
thioesters, p-nitrophenyl esters, alkyl, alkenyl, alkynyl and
aromatic esters;

(b) hydroxyl groups which can be converted to esters,
ethers, aldehydes, etc.

(c) haloalkyl groups wherein the halide can be later dis-
placed with a nucleophilic group such as, for example, an
amine, a carboxylate anion, thiol anion, carbanion, or an
alkoxide ion, thereby resulting in the covalent attachment of
a new group at the site of the halogen atom;

(d) dienophile groups which are capable of participating in
Diels-Alder reactions such as, for example, maleimido
groups;

(e) aldehyde or ketone groups such that subsequent deriva-
tization is possible via formation of carbonyl derivatives such
as, for example, imines, hydrazones, semicarbazones or
oximes, or via such mechanisms as Grignard addition or
alkyllithium addition;

() sulfonyl halide groups for subsequent reaction with
amines, for example, to form sulfonamides;
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(g) thiol groups, which can be converted to disulfides or
reacted with acyl halides;

(h) amine or sulthydryl groups, which can be, for example,
acylated, alkylated or oxidized;

(1) alkenes, which can undergo, for example, cycloaddi-
tions, acylation, Michael addition, etc;

(j) epoxides, which can react with, for example, amines and
hydroxyl compounds; and

(k) phosphoramidites and other standard functional groups
useful in nucleic acid synthesis.

The reactive functional groups can be chosen such that they
do not participate in, or interfere with, the crosslinking reac-
tions disclosed herein. Alternatively, a reactive functional
group can be protected from participating in the crosslinking
reaction by the presence of a protecting group. Those of skill
in the art will understand how to protect a particular func-
tional group from interfering with a chosen set of reaction
conditions. For examples of useful protecting groups, See
Greene et al., Protective Groups in Organic Synthesis, John
Wiley & Sons, New York, 1991.

1II. METHODS OF DETECTING DEGRADATIVE
ENZYMES

In one aspect, a method of detecting a degradative enzyme
in a bodily fluid sample is provided. The method includes the
step of contacting the bodily fluid sample with a negatively
charged degradative enzyme substrate or neutral degradative
enzyme substrate. The degradative enzyme is allowed to react
with the negatively charged degradative enzyme substrate or
neutral degradative enzyme substrate thereby forming a posi-
tively charged degradative enzyme product. The positively
charged degradative enzyme product is electrophoretically
separated from the negatively charged degradative enzyme
substrate or neutral degradative enzyme substrate. The sepa-
rated positively charged degradative enzyme product is
detected thereby detecting the degradative enzyme in the
bodily fluid sample.

Within the bodily fluid sample is the degradative enzyme.
Therefore, by contacting the bodily fluid sample with a nega-
tively charged degradative enzyme substrate or neutral deg-
radative enzyme substrate, the degradative enzyme (within
the bodily fluid sample) is contacted with a negatively
charged degradative enzyme substrate or neutral degradative
enzyme substrate. Thus, in some embodiments, the degrada-
tive enzyme within the bodily fluid sample is contacted with
the bodily fluid sample with a negatively charged degradative
enzyme substrate or neutral degradative enzyme substrate.

A degradative enzyme is an enzyme with the ability to
degrade (e.g. hydrolyze) biological molecules. In some
embodiments, the degradative enzyme is a protease, a lipase,
an amylase, or a nuclease. A protease is a degradative enzyme
that cleaves peptide bonds linking amino acids in a polypep-
tide chain. A lipase is a degradative enzyme that cleaves ester
bonds in lipid substrates. An amylase is a degradative enzyme
that cleaves glycosidic bonds in polysaccharides. A nuclease
is degradative enzyme that cleaves phosphodiester bonds in
nucleic acids. In some embodiments, the degradative enzyme
is a protease, such as a serine protease, a threonine protease,
a cysteine protease, an aspartic acid protease, a metallopro-
tease or a glutamic acid protease. Degradative enzymes also
include, but are not limited to chymotrypsin, trypsin, matrix
metalloproteases, and thrombin. In some embodiments, the
degradative enzyme is a-chymotrypsin, trypsin, elastase,
matrix metalloproteinase-2 (MMP-2), MMP-9, MMP-14, or
both a-chymotrypsin and trypsin.
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Very low levels of degradative enzymes (e.g. chymot-
rypsin, trypsin, matrix metalloproteases, peptidases, throm-
bin, amylases, lipases, nucleases, kinases) may be detected
directly in blood, plasma and other biological samples using
the degradative enzyme substrates and other charge differen-
tiating substrates provided herein. The degradative enzymes,
in some embodiments, are the initiates and earlier indicators
of shock, inflammation and many other disease processes.

A bodily fluid sample, as described herein, is a sample of
fluid obtained from the body of a subject. Examples of a
bodily fluid samples include, but are not limited to blood,
plasma, serum, urine, saliva, synovial fluid, lymph fluid,
semen, intestinal fluid samples, fecal fluid samples, milk,
biopsy and smear samples and other biological or environ-
mental samples. A bodily fluid sample, as disclosed herein,
may include constituents that are detectable (e.g. fluores-
cent), charged and/or capable of migrating on a typical elec-
trophoresis gel apparatus. In some embodiments, the detect-
able constituents of the bodily fluid sample are fluorescent.

In other embodiments, the bodily fluid sample is a crude
bodily fluid sample. A “crude bodily fluid sample” refers to a
bodily fluid sample containing the endogenous constituents
of'the bodily fluid sample as found in the subject and option-
ally additional assay components (e.g. buffers, stabilizing
reagents, etc.). Thus, a crude bodily fluid sample is not the
product of substantial purification or separation procedures,
such as size exclusion filtering or separation centrifugation.
In other embodiments, the bodily fluid sample is a crude
blood sample or a crude lymphoid sample. In some embodi-
ments, the bodily fluid sample is a crude blood sample.

In some embodiments, the bodily fluid sample is a semi-
crude processed bodily fluid sample. A “semi-crude bodily
fluid sample” is a bodily fluid sample containing at least 50%
by weight of the endogenous constituents of the bodily fluid
sample as found in the subject and optionally additional assay
components.

In other embodiments, the bodily fluid sample is a pro-
cessed interfering bodily fluid sample. A “processed interfer-
ing bodily fluid sample” is a bodily fluid sample which has
been processed (e.g. partially purified, separated, concen-
trated etc.) but retains endogenous constituents of the bodily
fluid sample as found in the subject.

In other embodiments, the bodily fluid sample is a cell-free
bodily fluid sample. A “cell-free bodily fluid sample” is a
bodily fluid sample from which all or some of the cellular
constituents have been substantially removed. In some
embodiments, the cell-free bodily fluid is blood plasma. In
other embodiments, the bodily fluid sample is a processed
cell-free bodily fluid sample. A “non-clotting blood sample”
is a bodily fluid blood sample from which clotting factors
have been substantially removed. In some embodiments, the
non-clotting fluid sample is blood serum.

In some embodiments, the methods provided herein allow
for rapid detection of degradative enzymes. The bodily fluid
sample obtained from a subject may be used directly in the
methods disclosed herein. In some cases, some minimal
sample preparation may be employed such as adding agents
to the sample, such as buffers, activating agents, stabilizing
agents, and the like.

A degradative enzyme substrate is a molecule (e.g. a bio-
logical molecule) recognized and cleaved by a degradative
enzyme. Upon cleavage, the degradative enzyme substrate is
converted to a degradative enzyme product. Degradative
enzyme substrates may include, but are not limited to, pep-
tides, lipids, polysaccharides and nucleic acids. In some
embodiments the degradative enzyme substrate is a nega-
tively charged degradative enzyme substrate or a neutral deg-
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radative enzyme substrate. In some embodiments, the nega-
tively charged degradative enzyme substrate or neutral
degradative enzyme substrate includes a peptide, a lipid, a
polysaccharide or a nucleic acid. In other embodiments, the
negatively charged degradative enzyme substrate or neutral
degradative enzyme substrate is a peptide.

The degradative enzyme substrates disclosed herein are
typically designed to avoid unspecific cleavage by degrada-
tive enzymes present in the bodily fluid sample or other
analysis constituents. To increase the specificity of degrada-
tive enzyme cleavage, an isomeric amino acid, a non-amino
acid group, a stabilizing moiety or combinations thereof may
be included in the degradative enzyme substrate at specific
positions. In some embodiments, the isomeric amino acid is a
D-amino acid. In other embodiments, the non-amino acid
group is a polyethylene glycol. The position of the isomeric
amino acid or non-amino acid group within the degradative
enzyme substrate may be critical. In some embodiments, the
isomeric amino acid or non-amino acid group is introduced
near the cleavage recognition site. The cleavage recognition
site is a specific sequence of biological molecules that is
recognized and cleaved by a degradative enzyme. Upon intro-
duction of the isomeric amino acid or non-amino acid group
near the cleavage recognition site, cleavage by unspecific
degradative enzymes is prevented. In some embodiments, the
isomeric amino acid or non-amino acid group is positioned
more than two to three residues from the cleavage recognition
site of the degradative enzyme.

In some embodiments, the degradative enzyme substrate
includes a stabilizing moiety. In order to prevent unspecific
degradation of the degradative enzyme substrate, a stabilizing
moiety may be included in the degradative enzyme substrate.
Unspecific enzyme degradation may be caused by the pres-
ence of degradative enzymes such as peptidases or unspecific
proteases present in the bodily fluid sample or the assay
components. Examples of stabilizing moieties may include
any appropriate chemical modification of an amino acid.
Such chemical modifications may include for example phos-
phorylation, ubiquitination, acetylation, amidation, glycosy-
lation, covalent attachment of flavin, ADP-ribosylation, cross
linking, iodination, methylation, and the like.

In other embodiments, the degradative enzyme substrate
includes a detectable moiety. A detectable moiety is a moiety
that confers detectability to the degradative enzyme substrate
using known methods in the art. For example, the degradative
enzyme substrate may include detectable moieties such as
organic fluorophores, detectable moieties employed in fluo-
rescent energy transfer (FRET) systems, quantum dots, fluo-
rescent nanoparticles, dendrimeric nanoparticle labels, gold
and other metallic nanoparticles, carbon nanotubes, chemi-
luminescent labels, HRP, microperoxidase, alkaline phos-
phatase and electrochemical and oxidation/reduction labels
for direct electronic detection. Examples for fluorophores
include, but are not limited to, fluorescein isothiocyanate,
rhodamine, coumarin, cyanine, Alexa Fluors, DyLight Flu-
ors, luciferin, green fluorescent protein, fluorescein, Texas
Red, Cy3, CyS5 and Bodipy dyes. Many such labels are com-
mercially available from, for example, the SIGMA chemical
company (Saint Louis, Mo.), Molecular Probes (Eugene,
Oreg.), R&D systems (Minneapolis, Minn.), Pharmacia LKB
Biotechnology (Piscataway, N.J.), CLONTECH Laborato-
ries, Inc. (Palo Alto, Calif.), Chem Genes Corp., Aldrich
Chemical Company (Milwaukee, Wis.), Glen Research, Inc.,
GIBCO BRL Life Technologies, Inc. (Gaithersburg, Md.),
Fluka Chemica-Biochemika Analytika (Fluka Chemie AG,
Buchs, Switzerland), and Applied Biosystems (Foster City,
Calif.), as well as many other commercial sources known to
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one of skill. Furthermore, those of skill in the art will recog-
nize how to select an appropriate fluorophore for a particular
application and, if it is not readily available commercially,
will be able to synthesize the necessary fluorophore de novo
or synthetically modify commercially available fluorescent
compounds to arrive at the desired fluorescent label. In some
embodiments, the detectable moiety includes a positively
charged fluorophore. In certain embodiments, the detectable
moiety is a chemiluminescent moiety. In other embodiments,
the detectable moiety is a fluorophore, a quantum dot, a
fluorescent nanoparticle, a dendrimeric nanoparticle, a metal-
lic particle, a chemiluminescent label, an electrochemical
label or a oxidation/reduction label. In other embodiments,
the detectable moiety is a fluorophore. In addition to confer-
ring detectability, the detectable moiety may also change the
net charge of the degradative enzyme substrate and the overall
secondary specificity of the substrate for a specific enzyme.
More, specifically, the fluorophore may be carefully consid-
ered as a modifying R-group for improving secondary speci-
ficity of the substrate.

The degradative enzyme substrate may include a detect-
able moiety or a stabilizing moiety. In some embodiments, the
degradative enzyme substrate includes a detectable moiety
and a stabilizing moiety. In some embodiments, the stabiliz-
ing moiety is attached to one end of the degradative enzyme
substrate and the detectable moiety is attached to the opposite
end of the degradative enzyme substrate. In some embodi-
ments, where the degradative enzyme substrate is a peptide,
the stabilizing moiety is attached to the N-terminal end of the
degradative enzyme substrate and the detectable moiety is
attached to the C-terminal end. In other embodiments, where
the degradative enzyme substrate is a peptide, the detectable
moiety is attached to the N-terminal end of the degradative
enzyme substrate. In some embodiments, where the degrada-
tive enzyme substrate is a peptide, the stabilizing moiety is
attached to the C-terminal end of the degradative enzyme
substrate.

The detectable moiety may be covalently attached to the
degradative enzyme substrate using a reactive functional
group, which can be located at any appropriate position.
When the reactive group is attached to an alkyl, or substituted
alkyl chain tethered to an aryl nucleus, the reactive group may
be located at a terminal position of an alkyl chain. Reactive
groups and classes of reactions useful in practicing the
present invention are generally those that are well known in
the art of bioconjugate chemistry. Currently favored classes
ofreactions available with reactive known reactive groups are
those which proceed under relatively mild conditions. These
include, but are not limited to nucleophilic substitutions (e.g.,
reactions of amines and alcohols with acyl halides, active
esters), electrophilic substitutions (e.g., enamine reactions)
and additions to carbon-carbon and carbon-heteroatom mul-
tiple bonds (e.g., Michael reaction, Diels-Alder addition).
These and other useful reactions are discussed in, for
example, March, Advanced Organic Chemistry, 3rd Ed., John
Wiley & Sons, New York, 1985; Hermanson, Bioconjugate
Techniques, Academic Press, San Diego, 1996; and Feeney et
al., Modification of Proteins; Advances in Chemistry Series,
Vol. 198, American Chemical Society, Washington, D.C.,
1982.

Linkers may also be employed to attach the detectable
moiety to the degradative enzyme substrate. Linkers may
include reactive groups at the point of attachment to the
detectable label and/or the mobile detectable analyte binding
reagents. Any appropriate linker may be used in the present
invention, including substituted or unsubstituted alkylene,
substituted or unsubstituted heteroalkylene, substituted or
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unsubstituted cycloalkylene, substituted or unsubstituted het-
erocycloalkylene, substituted or unsubstituted arylene, and
substituted or unsubstituted heteroarylene. Other useful link-
ers include those having a polyester backbone (e.g. polyeth-
ylene glycol), nucleic acid backbones, amino acid backbones,
and derivatives thereof. A wide variety of useful linkers are
commercially available (e.g. polyethylene glycol based link-
ers such as those available from Nektar, Inc. of Huntsville,
Ala.). The detectable moiety may also be non-covalently
attached to the degradative enzyme substrate using any
appropriate binding pair (e.g. biotin-streptavidin, his tags,
and the like).

Upon degradative enzyme cleavage the degradative
enzyme substrate is converted into a degradative enzyme
product having a different net charge than the degradative
enzyme substrate. The generation of a degradative enzyme
product having a different net charge than the degradative
enzyme substrate ensures efficient subsequent separation of
the degradative enzyme product from the degradative enzyme
substrate. Further, a positively charged degradative enzyme
product can be separated from detectable constituents of the
bodily fluid sample thereby increasing the detection sensitiv-
ity. In some embodiments, a degradative enzyme reacts with
anegatively charged degradative enzyme substrate or neutral
degradative enzyme substrate thereby forming a positively
charged degradative enzyme product. In other embodiments,
the positively charged degradative enzyme product is sepa-
rated from detectable constituents of the bodily fluid sample.

As described above, the degradative enzyme substrate may
include a detectable moiety. Upon reaction with the degrada-
tive enzyme, the detectable moiety becomes part of the posi-
tively charged degradative enzyme product and confers all the
properties previously described for a detectable moiety to the
positively charged degradative enzyme product. With the
inclusion of a detectable moiety, the positively charged deg-
radative enzyme product becomes detectable and thereby the
degradative enzyme in the bodily fluid sample may be
detected. In some embodiments, the negatively charged deg-
radative enzyme substrate or neutral degradative enzyme sub-
strate and the positively charged degradative enzyme product
include a detectable moiety.

In some embodiments, the degradative enzyme substrate is
attached to a solid support. Attachment of the degradative
enzyme substrate is performed such that upon cleavage of the
degradative enzyme substrate by the degradative enzyme the
degradative enzyme product remains attached to the solid
support. Attaching the degradative enzyme product to a solid
support allows separation of the degradative enzyme product
from the bodily fluid sample and other constituents after
cleavage with the degradative enzyme. The choice of solid
support for use in the present methods is based upon the
desired assay format and performance characteristics.
Acceptable solid supports for use in the present methods can
vary widely. A solid support can be porous or nonporous. It
can be continuous or non-continuous, and flexible or nonflex-
ible. A solid support can be made of a variety of materials
including ceramic, glass, silicon, metal, organic polymeric
materials, or combinations thereof

In order to detect a degradative enzyme in a bodily fluid
sample the negatively charged degradative enzyme substrate
or neutral degradative enzyme substrate is contacted, and in
some cases incubated, with the bodily fluid sample for suffi-
cient time to allow degradation of the substrate. In some
embodiments, about 100 to about 1000 ul of the crude bodily
fluid sample are contacted with the negatively charged deg-
radative enzyme substrate or neutral degradative enzyme sub-
strate. In other embodiments, about 1 to about 1000 pl of the
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crude bodily fluid sample are contacted with the negatively
charged degradative enzyme substrate or neutral degradative
enzyme substrate. In another embodiment, about 0.1 to about
10 pl of the crude bodily fluid sample are contacted with the
negatively charged degradative enzyme substrate or neutral
degradative enzyme substrate.

Another component of the method is the separation of the
degradative enzyme product from the degradative enzyme
substrate and detectable constituents of the bodily fluid
sample prior to detection. This separation can be achieved
through application of an electric field in combination with
size exclusion. A specific net charge typically confers a dif-
ferential migratory potential to the degradative enzyme prod-
uct and the degradative enzyme substrate when an electric
field strength is applied. Additionally, due to the difference in
size between the degradative enzyme substrate and the deg-
radative enzyme product, separation is also accomplished
through size exclusion. In some embodiments, the positively
charged degradative enzyme product is electrophoretically
separated from the negatively charged degradative enzyme
substrate or neutral degradative enzyme substrate. In some
embodiments, the process of electrophoretically separating is
performed using a gel electrophoresis. In another embodi-
ment, the gel electrophoresis is a gradient gel electrophoresis.

The concept of the present invention can easily be applied
to new diagnostic, monitoring and detection devices and sys-
tems which include, but are not limited to microtiter plate
formats, focusing microgels (smart gels), lab-on-a-chip
devices, micro/nanoarrays, microsensor devices and point of
care (POC) systems which will utilize the unique net charge
differentiating protease substrates (NCDPS). The methods
provided herein may be designed to detect a variety of clini-
cally important protease activities (and other markers) simul-
taneously in a multiplex format that include but are not lim-
ited to micro/nanoarrays, point of care systems and devices
for critical care and emergency room applications.

In some embodiments, the devices and other charge chang-
ing substrate constructs (antibodies, etc.) are designed to
detect the actual cleavage products, e g, amino acid sequences
that are derived from important elements of membrane recep-
tors for physiological function (e.g. the extracellular domain
of the insulin receptor, membrane adhesion receptor, growth
factor receptors, and many others membrane receptors),
plasma proteins, or functional receptors in specific organs
(nicotinic receptor in the brain, amyloid protein in Alzhe-
imers disease, glutamate receptors, adrenergic receptors,
cholinergic receptors, amino acid transporters, selectins, gly-
cocalyx proteins, and many others). In certain embodiments,
the combined properties of the unique substrates and devices
allow the cleaved product fragments to be rapidly and clearly
separated from the substrate, blood cells and background
blood and plasma components which can greatly interfere
and limit the detection of very low levels of disease specific
enzymes. Such analytical, research and diagnostic devices/
systems may include and/or incorporate without limitation,
electrophoretic, dielectrophoretic, microfluidic manipulation
and/or differentiation components; on-chip optical/fluores-
cent excitation (semiconductor lasers) and detection (APDs,
CCDs, etc.) components; micro/nanoscale electrodes for
manipulation and/or electrochemical, impedance, potentio-
metric and amperometric detection; and nanopore materials
and components for separation and selection.

FIGS. 4A-4C show the advantages achieved from the com-
bined properties of a unique substrate and device disclosed
herein that allows cleaved product fragments to be rapidly and
clearly separated from the original substrate, blood cells and
background blood and plasma components. FIG. 4A first
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shows the negatively charged substrate mixed with blood
within the sample well of the electrophoretic separation
device, after being given a short time to react with a target
enzyme (usually about one to thirty minutes). Cleavage of the
substrate by the specific enzyme produces a positively
charged fluorescent product fragment. In FIG. 4B the result of
DC electric field application are shown. The positively
charged fluorescent peptide cleavage fragment moves out
from the sample well into a low density gel towards the
negative electrode (anode) and is rapidly separated from
blood cells which remain in the sample well. The un-cleaved
negatively charged substrate and other blood and plasma
components (mostly negatively charged proteins, hemoglo-
bin, albumin etc.) migrate into the low density gel towards the
positive electrode (cathode). The positively charged fluores-
cent peptide cleavage fragment moves quickly for a short
distance where it reaches a high-density focusing gel. This
focusing gel concentrates the product fragment into sharp
narrow fluorescent band providing a higher signal to noise
ratio for greatly improved detection sensitivity. Depending on
the device design and sample well/chamber dimensions, the
fluorescent peptide product fragment may only have to
migrate less than one centimeter in a large scale device; less
than a millimeter in a miniaturized device; or less than 100
microns in a microscale device. The actual separation time
required depending on sample size may be less than one
minute. Depending on the research or diagnostic application,
devices can be designed for sample volumes that range from
several milliliters to less than a nanoliter.

A variety of unique devices and systems are disclosed
which work synergistically with the NCDPS substrates and
methods of this invention for the rapid and highly sensitive
detection of clinically relevant proteases and enzymes
directly in blood, plasma and other clinical or biological
samples. Depending on the application, these devices include
but are not limited to microtiter plate formats, focusing gel/
smart gel and focusing microgels in various cartridge for-
mats, microarray devices in cartridge type formats. The
devices can be used in association with power supplies, a
manual or fluidic system for sample application, a fluorescent
or other detection system and a computer based data collec-
tion system. These devices (microtiter plate, focusing gel,
etc.) can also part of fully integrated laboratory or clinical
diagnostic system which contains automated sample han-
dling and integrated fluidics, detection, power and data pro-
cessing components. In most cases, the sample cartridge
devices are designed to be relatively inexpensive and dis-
posal. In other aspects of the invention, smaller more compact
devices and systems can be designed which are commonly
called point of care (POC) systems, fully integrated portable
field systems and even more miniaturized lab-on-a-chip sys-
tems. In certain cases the devices and systems of this inven-
tion have major advantages over more classical systems in
that they eliminate or greatly reduce the need for any sample
preparation (true sample to answer systems).

FIG. 13 shows the design for just one type of microtiter
plate separation and detection system for multiple sample
and/or multiplex degradative enzyme analyses using NCDPS
substrates. In this case, blood or other samples mixed with the
appropriate NCDPS (negatively charged substrates) are
placed in the sample wells of the microtiter plate separation/
detection device. After being given a short time to react with
the target enzyme in the sample (generally one to thirty min-
utes), cleavage of the substrate by the target enzyme produces
the positively charged fluorescent product fragments. When
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the DC electric field is applied, the positively charged degra-
dative enzyme product moves through the sample chamber
toward the negative electrode (anode). The positively charged
degradative enzyme products are rapidly separated from
blood cells, un-cleaved negatively charged substrate and
other blood and plasma components (mostly negatively
charged proteins, hemoglobin, albumin etc.) which migrate
towards the positive electrode (cathode) on the opposite side
of the microtiter plate sample chamber.

In the case of this format, the electrodes are placed behind
a microtiter plate chamber wall which can be composed of a
porous membrane (cellulose, nylon, plastic, etc.), a controlled
pore filter material (glass, ceramic, etc) or an agarose/poly-
acrylamide gel composite which separates the electrodes
from the actual sample chambers. The positively charged
degradative enzyme product moves quickly for a short dis-
tance where it reaches the sample chamber wall. At this point,
the microtiter plate walls can either be designed with a high
pore density structure such that the fluorescent fragments
concentrate onto the wall itself, or quickly migrate through
the wall with low pore density structure and then concentrate
or focus on a high pore density gel or other material for
enhanced detection. In most cases, the entire separation and
detection time after the sample reaction would be less than
five minutes. Thus, the total sample to answer time for most
applications could be less than thirty minutes. In most cases
for this format, the focused fluorescent bands can be scanned
and detected by an epifluorescent or other suitable fluores-
cence/luminescence detector device.

Another type of device which this invention discloses are
focusing gel and smart gel formats which can be designed in
large scale, miniature scale and microscale forms. These for-
mats are somewhat akin to electrophoretic horizontal/subma-
rine and vertical gel formats. Such focusing gel devices can
also be designed in multiple tube and capillary formats. A
focusing gel normally concentrates the fluorescent band in
just the z-dimension (makes a broad fluorescent band much
narrower). A smart gel is designed in a way that causes the
fluorescent band to concentrate in all three dimensions (X-Y-
7). More specifically, a broad fluorescent band would now be
focused or concentrated into a mall point of intense fluores-
cence. Smart gel formats involve the construction of cone
shape structure through which the fluorescent band migrates.

FIG. 14 A shows the design for just one type of focusing gel
system for multiple sample and/or multiplex enzyme analy-
ses using NCDPS substrates. In this case, blood or other
samples mixed with the appropriate NCDPS (negatively
charged substrates) are placed in the sample wells of the
device. After being given a short time to react with the target
enzyme in the sample (generally one to thirty minutes), cleav-
age of the substrate by the target enzyme produces the posi-
tively charged fluorescent product fragments. When the DC
electric field is applied, the positively charged degradative
enzyme product moves from the sample chamber toward the
negative electrode (anode). The positively charged degrada-
tive enzyme products are rapidly separated from blood cells,
un-cleaved negatively charged substrate and other blood and
plasma components (mostly negatively charged proteins,
hemoglobin, albumin etc.) which migrate towards the posi-
tive electrode (cathode). The positively charged degradative
enzyme product moves quickly for a short distance into the
low pore density gel and then reaches a high pore density gel
or other material which concentrates and focuses the fluores-
cent fragment for enhanced detection. In most cases, the
entire separation and detection time after the sample reaction
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would be less than five minutes. Thus, the total sample to
answer times for most applications could be less than thirty
minutes. In most cases for these formats the focused fluores-
cent bands can be scanned and detected by an epifluorescent
or other suitable fluorescence/luminescence detector device.
In miniaturized or microscale versions of this device, detec-
tion would be carried out by an integrated detector system
using wave guides, diode lasers and a solid state CMOS or
avalanche photodiode detector.

In some embodiments, a non-fluorescent negatively
charged polymeric entity (polyglutamic acid, DNA, etc.) can
be run from the opposite direction of the focusing gel so that
it meets the positively charged fluorescent fragment, which
becomes neutralized, non-mobile and more highly focused.
This technique further improves the gel focusing process and
subsequent detection sensitivity. This same strategy can be
used as a trigger mechanism for very sensitive chemilumi-
nescent detection where a positively charged peptide frag-
ment with a chemiluminescent label meets a chemilumines-
cent catalytic molecule such as peroxidase or a luciferase.
Another similar strategy can be used where a positively
charged peptide fragment with an oxidation or reduction label
is moved from the reaction chamber through a gel into an
electrochemical sensor or detecting element. For the various
devices described above, particularly if designed to be dis-
posable, sample chambers into which the reagents (sub-
strates) have been pre-filled or lyophilized will have a signifi-
cant advantage of producing a one step assay. A sample
(blood, plasma, etc.) is added to the device and the assay is run
without the need to add any reagents.

Other devices which represent just a few of the many
possible devices of this invention are discussed below. FIG.
15 shows the concept for a microelectrode array type smart
gel device. FIG. 16 shows the concept for a microfluidic type
smart gel device. FIG. 17 shows the concept for a protease
reaction accelerator and detector device.

In some embodiments, the total time to detect protease
activity in the invention has two main considerations: (1) the
time it takes for the reaction of the protease and net charge
differentiating protease substrate and (2) the time it takes for
electrophoresis of the fluorescent cleavage products and the
subsequent detection of the fluorescence. The latter can be
performed rapidly (seconds to minutes) because of the
“Smart Gel” technology and because of highly sensitive fluo-
rescent detectors (charge coupled device (CCD) cameras,
photomultiplier tubes (PMT)). The former, therefore, can be
the rate limiting step for this detection scheme if the reaction
takes longer then the electrophoresis/detection time.

In order to reduce the reaction time, there are several
options available: (1) introduce more substrate into the detec-
tion sample in order to improve reaction kinetics or (2) use an
electric field to concentrate the degradative enzyme and the
degradative enzyme substrate together to improve reaction
kinetics. The latter method is cheaper as it does not require
additional reagents, but instead concentrates the reagents
already present in the detection sample. This works because
the degradative enzyme and the degradative enzyme substrate
are both negatively charged and can be actively concentrated
with an electric field.

The device shown in FIG. 17 achieves this by first using an
electric field to concentrate the negatively charged substrate
and protease into one part of the device to accelerate the
reaction kinetics, and then uses the electric field to concen-
trate the positively charged fluorescent product fragments
into another part of the device for detection. FIG. 18 shows
another version of this concept, but in this case the fluorescent
substrate is immobilized to the surface of the device to where
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the protease will be concentrated. Such devices with immo-
bilized substrates or with sample chambers where the
reagents (substrates) have been lyophilized have a significant
advantage in that samples can be applied and run without the
need to add a reagent.

As described above methods are provided that, in some
embodiments, rapidly separate a positively charged degrada-
tive enzyme from a negatively charged or neutral degradative
enzyme substrate and constituents of the bodily fluid sample.
In those embodiments where the degradative enzyme product
includes a detectable moiety, the degradative enzyme product
may be readily detected subsequent to the separation process.
Detection units such as epifiuorescent detectors, electro-
chemical detectors or chemiluminescent detectors may be
used in the methods described herein. In some embodiments,
detecting the separated positively charged degradative
enzyme product includes detecting a fluorophore. In some
embodiments, the fluorescent signal can be readily resolved
from background components by two mechanisms: (a) exclu-
sion of background components larger then fluorescent prod-
uct fragment by filtration (e.g. in an electrophoretic gel, blood
cells cannot leave the sample loading well because they are
too large to migrate into the pores of the gel) and (b) exclusion
of background components that are the same size as or
smaller then the fluorescent product fragment because of
opposite charge (e.g. in an electrophoretic gel, positively
charged fluorescent product will migrate in the opposite
direction from negatively charged proteins, blood cell frag-
ments, etc.). In another embodiment, detecting the separated
positively charged degradative enzyme product includes
detecting a chemiluminescent label.

The specific features of the degradative enzyme substrates
have been described herein. They may include a stabilizing
moiety, a detectable moiety, a particular net charge and addi-
tional features conferring specificity for a particular degrada-
tive enzyme. The following table discloses certain useful
specific peptide sequences. In some embodiments, the meth-
ods described herein include a negatively charged degrada-
tive enzyme substrate or neutral degradative enzyme sub-
strate including one or more of the amino acid sequences (also
referred to herein as peptide sequences) set forth as SEQ ID
NOs:1-18 and conservative amino acid substitutions thereof

In some embodiments, the negatively charged degradative
enzyme substrate or neutral degradative enzyme substrate
includes one or more of the amino acid sequence set forth as
SEQ ID NOs:1-18 or conservative amino acid substitutions
thereof and a detectable moiety. In another embodiment, the
detectable moiety is a fluorophore, a quantum dot, a fluores-
cent nanoparticle, a dendrimeric nanoparticle, a metallic
nanoparticle, a chemiluminescent label, a electrochemical
label or a oxidation/reduction label. In another embodiment,
the detectable moiety is a fluorophore. In one embodiment,
the detectable moiety is a chemiluminescent label.

In other embodiments, the negatively charged degradative
enzyme substrate or neutral degradative enzyme substrate
includes one or more of the amino acid sequence set forth as
SEQ ID NOs:1-7 or conservative amino acid substitutions
thereof and a stabilizing moiety (as described above). In other
embodiments, the negatively charged degradative enzyme
substrate or neutral degradative enzyme substrate includes
one or more of the amino acid sequence set forth as SEQ ID
NOs:1-7 or conservative amino acid substitutions thereof, a
detectable moiety, and a stabilizing moiety.
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TABLE 1
SEQ
iD Degradative
NO: NCDPS Amino Acid Sequence Enzyme

1 Gly-Asp-Ala-Gly-Tyr-/-Ala-
Gly-Ala-Gly-Lys

a-Chymotrypsin

2 Asp-Gly-Asp-Ala-Gly-Arg-/- Trypsin
Ala-Gly-Ala-Gly-Lys

3 Asp-Ala-Gly-Ser-Val-Ala- Elastase
Gly-Ala-Gly-Lys

4 Gly-Asp- (Leu-Ala-Ala-/-Ile- MMP - 2
Thr-Ala)-Ala-Gly-Ala-Gly-Lys

5 Gly-Asp- (Pro-Val-Gly-/-Leu- MMP - 9
Thr) -Ala-Gly-Ala-Gly-Lys

6 Gly-Asp-{(Leu-Ile-Ser-His- MMP-14
Ser-/-Ile)-Ala-Gly-Ala-Gly-
Lys

7 Asp-Gly-Asp-Ala-Gly-Tyr-/-Ala- Chymotrypsin,
Gly-Leu-/-Arg-/-Gly-Ala-Lys Trypsin

8 Acetyl-N-Gly-Asp-Ala-Gly-
Tyr-/-Ala-Gly-Ala-Gly-Lys
(Bodipy TR)-NH2

a-Chymotrypsin

9 Acetyl-N-Asp-Gly-Asp-Ala-Gly-
Arg-/-Ala-Gly-Ala-Gly-Lys
(Bodipy TR)-NH2

Trypsin

10 Acetyl-N-Asp-Ala-Gly-Ser-vVal- Elastase
Ala-Gly-Ala-Gly-Lys(Bodipy TR) -
NH2
11 Acetyl-N-Gly-Asp- (Leu-Ala-
Ala-/-Ile-Thr-Ala)-Ala-Gly-
Ala-Gly-Lys(Bodipy TR) -NH2

MMP -2

12 Acetyl-N-Gly-Asp- (Pro-Val-
Gly-/-Leu-Thr) -Ala-Gly-Ala-

Gly-Lys (BodipyTR) -NH2

MMP -9

13 Acetyl-N-Gly-Asp- (Leu-Ile-
Ser-His-Ser-/-Ile)-Ala-Gly-

Ala-Gly-Lys (BodipyTR) -NH2

MMP-14

14 Acetyl-N-Asp-Gly-Asp-Ala-
Gly-Tyr-/-Ala-Gly-Leu-/-
Arg-/-Gly-Ala-Lys (Bodipy
TR) -NH2

Chymotrypsin,
Trypsin

15 N-Ac-Asp-PEG-Gly-Tyr-/-

Ala-Gly-PEG-Bodipy TR

Chymotrypsin

16 N-Ac-Asp-Asp-PEG-Gly-Arg-/-

Ala-Gly-PEG-Bodipy TR

Trypsin

17 Acetyl-N-Gly- (D-Asp) -
(D-Ala) --Gly-Tyr-/-Ala-
Gly- (D-Ala) -Gly- (D-Lys)
(Bodipy TR)-NH2

Chymotrypsin

18 Acetyl-N- (D-Asp)-Gly- (D-Asp) -
(D-Ala) -Gly-Arg-/-Ala-Gly-
(D-Ala) -Gly- (D-Lys) (Bodipy

TR) -NH2

Trypsin

The specific protease peptide substrates listed above rep-
resent just a few of the potential sequences which can be
designed and synthesized. The sequences shown above are
labeled via the e-amino group of lysine with a Bodipy TR
fluorophore, and the terminal ai-amino groups are acetylated
and the terminal a.-carboxyl groups are modified to form an
amide group (thus the terminal ends of these particular pep-
tide substrates are not charged). It should be pointed out that
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other design parameters which include end labeling with an
appropriate fluorescent groups, and maintaining charge on
the terminal e-amino group and/or the terminal a-carboxyl
group can be used when they produce the separation and
detection advantages discussed in this invention. For the
above sequences the basic design parameters include specific
amino acid cleavage sequences (for specific proteases), and
appropriate chemistry for further derivatization with an
appropriate fluorescent label. A wide variety of modification
and derivatization chemistries are well known in the art for
attaching fluorescent and other detection moieties to pep-
tides. But included herein are also other novel design param-
eters which reduce secondary cleavage by other proteases
(which might be found normally in blood) and most impor-
tantly, produce a positively charged cleavage fragment from a
negatively charged or neutral substrate when cleaved by the
specific protease.

Other types of novel Net Charge Differentiating Protease
Substrates (NCDPS) that include a short (2-6 residue) amino
acid recognition/cleavage site surrounded by either D-amino
acids or non-amino acid groups (either on one side or both
sides and that can be charged or uncharged) are hereby dis-
closed. Previously known peptide substrates (often fluoro-
genic or chromogenic) typically have limited specificity for
their intended protease targets since they ignore a protease’s
specificity on the c-terminal side of the scissile (cleavage)
bond. Longer peptide substrates (e.g. NCDPS, fluorescent
resonant energy transfer substrates) can be made to create
more specific substrates that account for this missing sub-site
specificity. They also may allow for conjugation of various
types of fluorescent moieties at greater distances from the
scissile bond in order to reduce steric hindrance from the
fluorophore, which would reduce the substrate’s ability to
enter the protease’s active site.

The introduction of D-amino acid and non-amino acid
groups may also help to limit the introduction secondary
cleavage sites into the substrate. Additionally, it allows for the
incorporation of other properties into these substrates, such as
special arrangements of the charged groups to eliminate non-
specific binding, better solubility properties or selective steric
hindrance which would allow substrate to be more efficiently
cleaved by its specific protease, but not by a closely related
protease which has some specificity for the same cleavage
site. However, as these substrates become longer, there is a
risk of increasing the amount of non-specific proteolytic
cleavage. As the number of [-amino acids in the substrate
increases, there are potentially more cleavage sites for pro-
teases that were not intended to cleave that substrate. Thus, in
order to obtain a substrate long enough to a) allow for optimal
spacing between the scissile bond and the fluorophore, b)
include desired charge and solubility properties, and ¢) and
include c-terminal sub-site specificity without increasing
non-specific cleavage, new substrates can be made that incor-
porate D-amino acids and non-amino acid groups into the
substrate. They will provide the desired properties of the
substrate while allowing the specificity of the substrate to be
maintained or improved. The use of D-amino acids represents
just one example of designing more specific NCDPS sub-
strates For example, Acetyl-N-Gly-Asp-Ala-Gly-Tyr-/-Ala-
Gly-Ala-Gly-Lys(Bodipy TR)-NH, (SEQ ID NO:8) and
Acetyl-N-Asp-Gly-Asp-Ala-Gly-Arg-/-Ala-Gly-Ala-Gly-
Lys(Bodipy TR)-NH, (SEQ ID NO:9) are a chymotrypsin
and trypsin NCDPS, respectively. They are cleaved on the
C-terminal side of the tyrosine and arginine residues, respec-
tively. Many of the residues in those substrates may serve
primarily to introduce sufficient space between the scissile
bond and the fluorescent moiety and to give the substrate the
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desired charge changing properties when it is cleaved. It is
possible that non-specific proteases such as elastase and pro-
teinase K can still cleave this substrate (albeit with relatively
low activities compared to chymotrypsin and trypsin).
Examples of substrates that take advantage of non-amino
acids would be the following:

Chymotrypsin Substrate:

(SEQ ID NO: 26)
N-Ac-Asp-PEG-Gly-Tyr-/-Ala-Gly- PEG-Bodipy TR
Trypsin Substrate:

(SEQ ID NO: 27)

N-Ac-Asp-Asp-PEG-Gly- Arg-/-Ala-Gly-PEG-Bodipy TR

Note: PEG=Polyethylene Glycol, and “-/-” denotes the scis-
sile bond

Similarly, additional substrates can be obtained by incorpo-
rating D-amino acids as follows:

Chymotrypsin Substrate: Acetyl-N-Gly- (D-Asp) -
(D-Ala) --Gly-Tyr-/-Ala-Gly- (D-Ala) -Gly-
(D-Lys) (Bodipy TR) -NH2

Trypsin Substrate: Acetyl-N- (D-Asp)-Gly-
(D-Asp) - (D-Ala) -Gly-Arg-/-Ala-Gly- (D-Ala) -
Gly- (D-Lys) (Bodipy TR) -NH2

Note: Bodipy TR is conjugated to the epsilon-amino of the
Lysine and these peptides’ c-termini are amidated.

In addition to substrates with small organic fluorophore,
luminescent molecule (luminol, etc.) and oxidation/reduction
molecule labels, the methods include the use of larger fluo-
rescent, luminescent, and chemiluminescent macromol-
ecules and nano-entities, which can include but are not lim-
ited to fluorescent nanoparticles, quantum dots, metallic
nanoparticles and nanorods (gold, silver, platinum, semicon-
ductor materials, etc), dendrimers, fluorescent proteins (phy-
cobiliproteins, fluorescent antibodies, fluorescent streptavi-
din, etc), bioluminescent proteins (peroxidase, alkaline
phosphatase, luciferase, calmodulin, etc.) and oxidation/re-
duction proteins and nanoparticles.

FIG. 7 shows a scheme for the design of an NCDPS chy-
motrypsin specific substrate with a fluorescent streptavidin
nanoparticle label. This particular design allows a biotiny-
lated peptide sequence to be attached to the nanoparticle via
the biotin-streptavidin ligand binding. However, the peptide
sequences can also be attached to the nanoparticles
covalently. The fluorescent nanoparticle peptide substrate is
designed such that it has net negative or neutral charge until a
specific protease cleaves the peptide producing a fluorescent
nanoparticle product with a net positive charge. In some
embodiments, this invention relates to nanoparticles, macro-
molecules (proteins, dendrimers, etc.), modified polymers
and biopolymers, as well as surface materials (glass, plastic,
silicon, gold etc.) being used for the attachment of a degra-
dative enzyme substrate molecule. In this case, a non-fluo-
rescent nanoparticle (macromolecule, dendrimer, polymer,
surface material) would be derivatized with a degradative
enzyme substrate, which upon cleavage by a specific protease
or other enzyme releases a fluorescent peptide fragment
which then can be readily separated from the nanoparticles
and other components of the sample.

Other novel more three dimensional Net Charge Differen-
tiating Protease Substrates (NCDPS) with improved specific-
ity due to more tertiary structure that better mimics the pro-
tease’s natural biological substrates (a protein molecule) are
hereby also disclosed in this invention. Such substrates can
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improve the ability to distinguish between similar proteases
that recognize similar amino acid sequences, such as to dis-
tinguish matrix-metalloproteases (MMPs) of which there are
28 known so far, and to distinguish trypsin-like proteases
(trypsin, kallikrein, plasmin, and thrombin) from each other.
Biological substrates for proteases are generally 3-dimen-
sional proteins which in addition to the specific amino acid
cleavage sites have conformation around that sequence site to
which a specific protease must be able to fit in order for the
protease’s active site to catalyze the cleavage of the specific
sequence (see FIG. 8). More tertiary or three-dimensional
structures can be mimicked in a number of ways, such as by
incorporating prolines to introduce kinks in the peptide and
by strategically introducing amino acids or other entities with
bulkier side chains of various sizes. These modifications
would be done to better aid a substrate to fit more specifically
into the target protease’s active site and less well into the
active site of a closely related protease. Because the three
dimensional structures around many of the true natural sub-
strates are not known, these more three dimensional substrate
structures would have to be initially determined by a combi-
natorial process, which might require the use of complex
peptide arrays. However, this method includes the use of a
small library of 10 to 12 peptide sequences in which one or
two prolines and several bulkier D-amino acids or L-amino
acids such as tryptophan, phenyalanine, isoleucine,
glutamine, arginine are randomly arranged about three to six
amino acid away from the cleavage site. The small libraries
would thus test a variety of three dimensional projections
around the basic cleavage site. The first small library of pep-
tides would be tested against three or four closely related
proteases (MMP’s for example) to determine which has the
most specificity. Once a unique peptide substrate is deter-
mined, a second library group of 10 to 12 peptides would be
designed with further modification around the particular pro-
line/bulky amino acid sequence which is imparting the higher
specificity. A uniquely specific peptide substrate should be
determined from this second library group of peptide sub-
strates.

Net charge differentiating substrates for detection of non-
protease degradative enzymes directly in blood, plasma and
other biological samples are also hereby provided. Like
NCDPS, these fluorescent substrates have a net negative or
neutral charge prior to cleavage and subsequently produce
fluorescently labeled positive-charged cleavage products
after cleavage. This specific charge change, for reasons
described above, can facilitate in-situ detection in bodily
fluids and eliminates the need for sample preparation. To
obtain Net Charge Differentiating Amylase Substrates (NC-
DAS), Net Charge Differentiating Lipid Substrates
(NCDLS), and Net Charge Differentiating Nuclease Sub-
strates (NCDNS), and net Charge Differentiating Protein
Kinase Substrates INCDPKS) compounds would be designed
and synthesized with the following chemical moieties: a
negative charge moiety (with charge Qn), a cleavable sub-
strate moiety (with charge Qs), a positive charge moiety (with
charge Qp), and a fluorescent tag (with charge Qf). To obtain
a substrate whose net charge is negative prior to cleavage and
positive after cleavage, sufficient charge needs to be incorpo-
rated in the positive charge and negative charge moieties. For
example, if Qf and Qs are zero, then 1Qn/>IQp| would result
in the correct net charge change. The generic structures for
NCDAS, NCDLS, NCDNS are described below. For amy-
lases, which generally cleave a-1,4 glycosidic bonds, the
substrate would have a basic polysaccharide structure with
from two to six glucose units to which a positively charge
fluorescent group is attached at one end of the structure and a
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terminal carboxyl group is attached at the other end of the
structure producing a neutral substrate. Upon cleavage of the
a-1,4 glycosidic bond, a positively charged fluorescent prod-
uct fragment is produced (see FIG. 9). For lipases, which
generally cleave ester bonds in triacylglycerol type struc-
tures, the substrates would typically have a basic triacylglyc-
erol structure with one of the fatty acid chains modified with
a positively charged fluorophore and one of the glycerol
groups modified with a phosphate group producing an overall
negatively charged substrate. Upon cleavage of the fatty acid
ester bonds a positively charged fluorescent product fragment
is produced (see FIG. 10). For nucleases, which generally
cleave phosphodiester bonds in polynucleotide structures, the
substrate would typically have a basic polynucleotide struc-
tures with one of the terminal nucleotides modified with a
positively charged fluorophore. Upon cleavage of the phos-
phodiester bonds, a positively charged fluorescent nucleoside
fragment is produced (see FIG. 11).

In some embodiments, specific detection of the degrada-
tive enzyme is performed. Where the degradative enzyme is
specifically detected, the degradative enzyme is detected at a
level at least about 2, 3, 4, 5, 10, 10, 30, 40, 50, 100, or 1000
times higher than the level of detection of all other degrada-
tive enzymes in the bodily fluid sample. Thus, in some
embodiments, the methods provided herein enable specific
detection of proteases, lipases, amylases, and nucleases. The
specific detection of particular degradative enzymes allows
for specific detection of particular disease states as disclosed
below.

The NCDPS’s and other charge differentiating substrates
of this invention may be designed to detect low levels of
specific proteolytic enzymes (chymotrypsin, trypsin, matrix
metalloproteases, peptidases, thrombin, etc) as well as other
enzymes (amylases, lipases, nucleases, kinases etc.) directly
in blood, plasma and other biological samples. In some
embodiments, the differential in charge between the nega-
tively charged degradative enzyme substrate or neutral deg-
radative enzyme substrate and the positively charged degra-
dative product results in a 10 to 100 fold increase in detection
sensitivity.

This invention further discloses Multiplex Protease Detec-
tion Formats, even where only one particular protease is
actually required for diagnostics. Most protease detection
systems examine the activity of a single protease, but, as the
following discussion will show, a multiplex detection scheme
is useful where protease detection is applied to disease diag-
nostics. A variety of peptide substrates can be designed for
inflammatory response or other diseases. Each of the specific
enzyme substrate sequences carries a cleavage site at defined
location to promote specific detection. Each of the different
enzyme substrates is labeled with a different fluorophore
(different emission maximum) which allows the simulta-
neous detection of multiple enzymes (see FIG. 5 and FIG. 6).
The cleavage of the peptide substrates will result in a change
in the net charge on the complex and the cleaved products can
then be separated from the intact peptide substrate by appli-
cation of a directed electrophoretic field. Subsequent detec-
tion is performed with high sensitivity fluorescent detection
device which detects the specific fluorescent signals at their
different fluorescent emission wavelengths.

In another embodiment, to obtain improved specificity for
protease detection, a method is provided to utilize multiple
protease substrates preferentially cleaved by different pro-
teases, to more accurately measure the activity of a single
target protease. In some embodiments, where the peptide
substrates are non-specifically cleaved by other proteases, a
protease may be reacted with multiple substrates thereby
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providing a unique signature of cleavage activity for that
group of substrates. This signature distinguishes proteases
involved in the cleavage. For example, using only a single
chymotrypsin substrate, such as Acetyl-N-Gly-Asp-Ala-Gly-
Tyr-/-Ala-Gly-Ala-Gly-Lys(BodipyTR)-NH, (SEQ ID
NO:8), to detect chymotrypsin (which cleaves on the c-ter-
minal side of Tyr, Phe, Trp, and Met) may not account for
non-specific cleavage of the substrate by a non-chymotrypsin
protease such as elastase (which cleaves on the c-terminal
side of Ala, Gly, Val). Using, in addition to the first substrate,
a second substrate more specific to elastase, such as Acetyl-
N-Asp-Gly-Ala-Val-Gly-Ala-Val-Lys  (Bodipy TR)-NH,
(SEQIDNO:28), it could be concluded that the first cleavage
of'the substrate may be at least partially attributed to elastase.

In some specific embodiments, the methods provided
herein involve the design and synthesis of unique fluorescent/
nanoparticle net charge differentiating peptide substrates
(NCDPS) (embodiments of the negatively charged degrada-
tive enzyme substrate or neutral degradative enzyme sub-
strate) for the highly sensitive and selective detection of the
enzymes (proteases, matrix metalloproteases, lipases, amy-
lases) associated with inflammatory cascade in blood or
plasma.

Additionally, certain devices disclosed herein allow the
product fragments to be rapidly and clearly separated from
the blood/plasma components which limit/interfere with
detection are also provided. More specifically, substrates
which upon cleavage by a specific enzyme, produce cleavage
products which have an overall net charge that is different
from the original peptide substrate. By way of example, a
degradative enzyme substrate with a (0 or —) net charge and a
first peptide product with a negative (-) net charge and second
fluorescent peptide product with a positive (+) net charge can
be rapidly separated by application of an electric field, and
then subsequently detected.

Other embodiments include the development of prototype
fluorescent detection systems and ultimately the development
of novel diagnostic systems in microtiter plate formats,
microarray formats and lab-on a-chip formats for point of
care (POC) applications. FIGS. 3A-3C, 4A4C,5,6,7, 8,9,
10, and 11 show the design and synthesis of certain fluores-
cent/nanoparticle net charge differentiating peptide sub-
strates (NCDPS), as well as possible mechanism of NCDPS
cleavage, separation and detection in multiplex formats and
some other types of NCDPS substrates. The sequence of one
NCDPS substrate which was designed and synthesized was
Ac-N-Asp-Gly-Asp-Ala-Gly-Tyr-X-Ala-Gly-Leu-X-Arg-
Gly-Ala-Gly-diamino-ethyl-Bodipy FL. (SEQ ID NO:29).
FIG. 3A shows this substrate labeled with a green fluorophore
and having a net charge of -1. After reaction with chymot-
rypsin, two cleavage products are formed. The fluorescently
labeled cleavage product has a net charge of +2. FIG. 3B
shows a separation scheme without an electric field being
applied, where the un-cleaved substrate and cleaved product
are unresolved. FIG. 3C shows separation after applying the
electric field, where the un-cleaved negatively charged sub-
strate and fluorescently labeled positively charged cleavage
product migrate in opposite directions. The fluorescently
labeled cleavage product can subsequently be detected with
minimal interferences using a sensitive fluorescent detector.
This substrate is specific for chymotrypsin and trypsin, and
the product fragments have been separated both in whole
blood and plasma using agarose gel and/or polyacrylamide
gel electrophoresis formats. The detection sensitivity for
a-Chymotrypsin in buffer using this substrate was less than
20 mU/mL or <0.3 pg/ml (see Example 2). The detection
sensitivity for a-Chymotrypsin in human plasma using this
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substrate was less than 20 mU/mL or <0.3 pg/ml (see
Example 3). The detection sensitivity for a-Chymotrypsin
substrate product fragments in rat blood was about 20 mU/mL.
or ~0.3 pug/ml (see Example 4).

In some embodiments, several novel Fluorescent Net
Charge Differentiating Protease Substrates (NCDPS) are pro-
vided for the detection of proteases directly in bodily fluid
samples including but not limited to blood, plasma, serum,
urine, saliva, lymph, semen milk, intestinal and fecal fluids,
cerebral spinal fluid, smears and biopsied specimens are
hereby disclosed. They are substrates that are specific for
a-chymotrypsin, trypsin, elastase, matrix metalloprotein-
ase-2 (MMP-2), MMP-9, MMP-14, and both a-chymot-
rypsin and trypsin. Prior to cleavage, these fluorescent pep-
tide conjugates are negatively charged. After cleavage by
specific proteases, the fluorescently labeled cleavage prod-
ucts are positively charged. Under an electric field, the un-
cleaved degradative enzyme substrates and the fluorescently
labeled cleavage products will migrate in opposite directions.
The fluorescently labeled cleavage products can subse-
quently be detected by a sensitive fluorescent detector (pho-
tomultiplier tube, CCD camera, etc.). Thus, in certain
embodiments, these substrates have unique net charge
change, from negative to positive upon cleavage, thereby
facilitating direct detection of target proteases directly in
bodily fluids such as blood and plasma.

Under some conditions it is possible that a particular
NCDPS molecule is cleaved non-specifically, and then that
molecule can no longer be used to detect the specific protease
it was designed for. This may in some cases be an issue for
detection of certain proteases in blood, where there is an
unusually high level of an endogenous protease activity
which interferes with target protease of interest (for example,
a high trypsin-like protease background would interfere with
trypsin detection if the substrate were susceptible to both
enzymes). In order to improve the specificity of detection of
a given protease, and facilitate detection in complex bodily
fluids such as blood, two methods can used to overcome the
problem.

First, the peptide sequence can be improved in order to
reduce non-specific cleavage. This may not be as effective,
however, for eliminating non-specific cleavage by very non-
specific proteases such as elastase. The solution, therefore, is
to utilize specific inhibitors together with specific substrates
in order to further improve the specificity. These specific
inhibitors could reduce non-specific cleavage and facilitate
more specific detection directly in blood. For example, to
detect chymotrypsin activity specifically, non-specific cleav-
age by other proteases would need to be greatly reduced if the
substrate is susceptible to cleavage by those other proteases.
Acetyl-N-Gly-Asp-Ala-Gly-Tyr-/-Ala-Gly-Ala-Gly-Lys
(Bodipy TR)-NH2 (SEQ ID NO:8) is a NCDPS for chymot-
rypsin and would be cleaved on the c-terminal side of Tyr. It
potentially can be cleaved by elastase as well since it has
several Ala and Gly residues and elastase can cleave on the
c-terminal side of Ala and Gly. Thus, in order to improve
detection for chymotrypsin in a sample, that sample would be
pre-treated with a specific elastase inhibitor such as Glaxo-
SmithKline’s compound GW311616A. This represents just
one example of how a protease inhibitor could be use to
improve detection of a specific protease.

IV. METHODS OF DETECTING BODILY FLUID
BIOMOLECULES USING ANTIBODY OR
NUCLEIC ACID PROBES

In another aspect, a method is provided for detecting a
biomolecule in a bodily fluid sample. The method includes
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contacting a bodily fluid sample with a first detection anti-
body and a second positively charged antibody to form a
detectable positively charged biomolecule conjugate. The
detectable positively charged biomolecule conjugate is elec-
trophoretically separated from negatively charged endog-
enous material present in the bodily fluid sample. The detect-
able positively charged biomolecule conjugate is then
detected. The detection of the detectable positively charged
biomolecule conjugate is facilitated through detection of the
first detection antibody. Biomolecules include, but are not
limited to, enzymes, proenzymes, proteins, antibodies, pep-
tides, proteins, protein cleavage sites (from other proteases),
peptide cleavage fragments, peptides, hormones, virus, small
biomolecules and drug molecules.

Each antibody typically recognizes a distinct epitope site
on the biomolecule. In some embodiments, the first detection
antibody includes an antibody that is conjugated at the Fc
region to a fluorophore or fluorescent protein, polymer or a
dendrimer that is sufficiently anionic such that the overall net
charge of the antibody-conjugate will be negatively charged
or neutral, even when the first detection antibody is bound to
its antigen. The second positively charges antibody may
include an antibody conjugated at the Fc region to a non-
fluorescent polymer, dendrimer or other entities that are suf-
ficiently cationic such that the overall net charge of the detect-
able positively charged biomolecules conjugate will be
positively charged. In some embodiments, the positive charge
on the second positively charged antibody exceeds the
amount of negative charge on the first detection antibody.
After incubation of first detection antibody and the second
positively charged antibody with the bodily fluid sample (e.g.
a clinical sample containing the biomolecule (or antigen) of
interest (e.g. peptide fragment, protein, antibody, disease
biomarker)), only biomolecules bound to both the first detec-
tion antibody and the second positively charged antibody will
migrate toward the cathode under an electric field.

In some embodiments, as disclosed above, the bodily fluid
sample is a blood sample or a blood plasma sample. Compo-
nents in a blood sample or plasma sample that are negatively
charged (e.g. cells, proteins, DNA) will migrate toward the
anode. In some embodiments where an electrophoretic gel is
employed, components that are much larger than the detect-
able positively charged biomolecules conjugate (such as
cells) do not escape out of the sample loading wells of the gel
since they are too large to migrate into the pores of the gel.
Thus, in some embodiments using an electrophoretic gel, the
fluorescent signal from the detectable positively charged bio-
molecules conjugate is resolved from many of the back-
ground contributors within a bodily fluid sample, which
would either remain in the well of the gel or migrate in the
opposite direction (see FIG. 12).

As discussed in the background section, recent evidence
has shown that one form of insulin resistance may be caused
by the proteolytic cleavage of the extracellular a-subunit of
the insulin receptor by matrix metalloproteinases (MMPs)
[22]. This would cause the release of peptide cleavage frag-
ments in the blood stream. The matrix metalloproteinase
MMP-9 cleaves the a-1 insulin receptor site between a gly-
cine and tyrosine residue (-Pro-Glu-Cys-Pro-Ser-Gly | Tyr-
Thr-Met-Asn-Ser-Ser-) (SEQ ID NO:30). This cleavage
would release unique peptide fragments into the blood which
could be important diabetes biomarkers. Thus, in some
embodiments, specific antibodies to a-1 insulin receptor
cleavage fragments are designed according to the methods
provided herein for use as a diagnostic for diabetes and asso-
ciated inflammation (see Example 9).
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The analog of this process for detecting DNA and mRNA
is performed with two nucleic acid probes. The nucleic acid
probes may independently be DNA or RNA probes comple-
mentary to two sequences of the target DNA or mRNA. Thus,
in another aspect, a method is provided for detecting a nucleic
acid in a bodily fluid sample. The method includes contacting
a bodily fluid sample with a first detection nucleic acid and a
second positively charged nucleic acid to form a detectable
positively charged nucleic acid conjugate. The detectable
positively charged nucleic acid conjugate is electrophoreti-
cally separated from negatively charged endogenous material
present (e.g. endogenous nucleic acid) in the bodily fluid
sample. The detectable positively charged nucleic acid con-
jugate is the detected. The detection of the detectable posi-
tively charged nucleic acid conjugate is facilitated through
detection of the first detection antibody.

In some embodiments, the first nucleic acid probe includes
a detectable moiety (e.g. covalently or ionically bonded to the
nucleic portion) that is negatively charged due to its phos-
phodiester backbone. In certain embodiments, the second
positively charged nucleic acid includes a nucleic acid por-
tion that is conjugated (e.g. covalently or ionically bonded) to
a cationic polymer with enough positive charge such that the
resulting detectable positively charged nucleic acid conjugate
is positively charged. As with the antibody assay described
above, the nucleic acid method may be resolved from back-
ground contributors in a bodily fluid in an electrophoretic gel.

V. METHODS OF DIAGNOSING DISEASE
STATES

The unique devices, substrates and methods of this inven-
tion may be designed to provide both rapid and highly sensi-
tive detection of clinically relevant proteases, lipases, amy-
lases and other shock and inflammatory markers directly in
blood and plasma. The ability to detect and monitor these
important disease biomarkers directly in blood or plasma
provides a number of important advantages. First, sample
preparation is costly, time consuming and adds complexity to
the overall diagnostic process. Second, sample processing
can cause degradation and significant loss of the analyte
(specific enzyme), thus reducing the overall sensitivity of the
assay. Third, sample processing can add more interfering
substances to the final sample, i.e. rupture of blood cells can
introduce more non-specific enzymes into the final sample.
Fourth, because of sample degradation that occurs when the
blood is stored for any length of time before processing, rapid
and direct analysis in fresh blood may be important even if the
diagnostic result is not needed immediately.

In some embodiments, the disease produces an inflamma-
tory response that is detected using the methods provided
herein. In certain embodiments, the inflammatory response
and related disease diagnostics is a rapid, quantitative detec-
tion for key enzymes (chymotrypsin, trypsin, MMPs, lipases
and amylases) in multiplex formats that utilize minimal
sample size and with sensitivity sufficient to detect baseline
values in control blood or plasma. For chymotrypsin and
other proteases, the level of sensitivity may be about 0.1 to 1
TU/mL (<1 pg/ml, pmole-fmole/ml). Substrates and devices
that may allow the product fragments to be rapidly and clearly
separated from the blood or plasma components, which
greatly limit and interfere with the detection of the disclosed
substrates. Since these enzymes are the initiates and earlier
indicators of shock, inflammation and many other disease
processes their detection is important for early warning of
shock and monitoring of inflammatory cascades; as well as
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for diagnosis of chronic inflammatory processes related to
diabetes, hypertension, cancer and other diseases.
A. Diagnosis Examples (Statistics)

Protease activities in patient blood or plasma can be mod-
eled by a Gaussian random variable (see FIG. 1A and FIG.
1B). When using these biomarkers for disease diagnosis, an
activity threshold must be set to differentiate between the
disease and healthy states. When the activity threshold is
lowered, a larger range of protease levels or activities are used
to diagnose a patient with the disease and the diagnostic
sensitivity increases. However, this comes at a cost because
there is a trade-off between sensitivity and specificity. As the
sensitivity increases, the specificity decreases and more false
positives occur. This trade-off becomes quite significant
when distinguishing highly overlapping populations. For
example, in various studies to determine if MMP-2 and
MMP-9 were significantly elevated in patients with type
2-diabetes, there was statistically significant elevation of one
or both of those proteases compared to healthy patients
(P<0.05) [23, 24], but there was also strong overlap in the
distributions of MMP-2,9 levels in healthy and diabetic popu-
lations. If diabetes were to be diagnosed on MMP-2 or
MMP-9 levels alone, the detection would be one of the fol-
lowing: highly specific with no sensitivity, highly sensitive
with no specificity, or some compromise in between consist-
ing of poor specificity and poor sensitivity. In order to resolve
these strongly overlapping populations, more independent
variables such as the activities of additional proteases, are
needed to resolve the diseased and healthy populations.

To briefly illustrate this point mathematically, Bayesian
detection theory will be employed. Protease detection-based
disease diagnosis can be defined as a classification, such that,
for amultidimensional vector y of measured information (e.g.
activities of multiple proteases), there exists an optimal par-
tition of space R "={y:m(y)=0}U{y:m(y)=1}, where the
probability of false positives PF is minimized, and the prob-
ability of detection PD is maximized [25]:

p(y | Hi) - Po(Cio — Coo)

p(y | Ho) ~ p1(Cor = Cuy)
m(y) =

Py H)  po(Cio - Coo)

py 1 Ho)  p1(Cor —C11)

C,, represents the cost of choosing hypothesis H, (e.g. patient
has diabetes) when the true state was Hy, (e.g. patient does not
have diabetes), etc. The a priori probabilities p0, p1 are per-
haps unavailable for general cases, but can be estimated for
certain cases. The costs may also be adjusted towards the
particular clinical situation, where a false positive may be less
injurious than a false negative. Now, for a set of independent
variables, the false detection probabilities become the prod-
uct of the conditional probabilities in each dimension. There-
fore, if a diagnosis is based on more independent variables,
there will be a higher likelihood of proper diagnosis (see FI1G.
2). If independent variables are unavailable, then minimally
correlated dimensions would be preferable. By monitoring
the activities of multiple proteases in the blood, multiplex
detection schemes maintain both high sensitivity and speci-
ficity.

VI.KITS

In another aspect, kits are provided that typically provide a
convenient means for supplying necessary reagents for the
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methods described above, such as ancillary reagents, appara-
tuses, instructions and/or other components necessary to
implement the invention.

For example, in one embodiment, a kit for detecting a
degradative enzyme in a bodily fluid sample (e.g. crude
bodily fluid sample) is provided. The kit includes a negatively
charged degradative enzyme substrate or neutral degradative
enzyme substrate. In some embodiments, the kit includes an
electrophoretic separation apparatus. In some embodiments,
the electrophoretic separation apparatus is a gradient gel. In
other embodiments, the kit further includes a detector. In
some embodiments, the detector is an epifluorescence detec-
tor. In other embodiments, the degradative enzyme is a pro-
tease, a lipase, an amylase or a nuclease. In one embodiment,
the degradative enzyme is a protease. In some embodiments,
the negatively charged degradative enzyme substrate or neu-
tral degradative enzyme substrate is a peptide, a lipid, a
polysaccharide or a nucleic acid. In some embodiments, the
negatively charged degradative enzyme substrate or neutral
degradative enzyme substrate is a peptide. In another embodi-
ment, the crude bodily fluid sample is a crude blood sample or
a crude lymphoid fluid sample. In some embodiments, the
crude bodily fluid sample is a crude blood sample. Similar
kits may also be provided for the methods of detecting bio-
molecules and diagnosing diseases described above.

Other materials useful in the performance of the assays can
also be included in the kit, including test tubes, transfer
pipettes, and the like. The kit may also include written
instructions for the use of one or more of the reagents
described herein. The invention contemplates additional kits
packaged to deliver, instruct and otherwise aid the practitio-
ner in the use of the invention. These additional kits include
those for the use of diagnostic embodiments of the invention,
and their construction is well known by those of skill in the art
provided with the reagents set forth herein.

The characteristics of the components of the methods
described above are equally applicable to the kits provided
herein.

VII. EXAMPLES

A major advantage in some embodiments of the methods
provided herein is the novel protease substrates (NCDPS)
which can be used directly in blood or plasma. This is dem-
onstrated in the following experimental examples.

FIGS. 1A-28 disclose, inter alia, the design and synthesis
of certain unique fluorescent net charge differentiating pep-
tide substrates (NCDPS); certain embodiments of NCDPS
cleavage, separation and detection; the design of certain
embodiments of detection/separation devices and systems for
using NCDPS substrates bioanalytical and diagnostic assays;
and experimental results using certain NCDPS substrates.

Example 1

Electrophoretic Mobility of Streptavidin Quantum
Dot—RBiotinyl-Gln-His-Trp-Ser-Tyr-Gly-Leu-Arg-
Pro-Gly-NH2 Derivative

This represents an initial experiment where a biotinylated
peptide (Biotin-Gln-His-Trp-Ser-Tyr-Gly-Leu-Arg-Pro-
Gly-NH2, SEQ ID NO:24) was attached to red fluorescent
streptavidin quantum dots and the relative changes in electro-
phoretic mobility were observed. The overall results demon-
strated a significant charge reduction (less negative) for
Q-dots which have been derivatized with the peptide (see
FIG. 19). Sample 1 (0:1 Subst:Qdot) Control=3 ul, Qdot 565
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40 nM/0.5xTBE+3 ul. 80 mM Tris HCL pH 7.8. Sample 2
(1:1 Subst:Qdot)=3 uL. Qdot 565 40 nM/0.5xTBE+3 ul pep-
tide 40 nM/80 mM Tris HCL pH 7.8. Sample 3 (10:1 Subst:
Qdot)=3 ulL Qdot 565 40 nM/0.5xTBE+3 uL. peptide 4 00
nM/80mM Tris HCL pH 7.8. Sample 4 (100:1 Subst:Qdot)=3
ul. Qdot 565 40 nM/0.5xTBE+3 uL. peptide 4 uM/80 mM Tris
HCL pH 7.8. Sample 5 (1000:1 Subst:Qdot)=3 ul, Qdot 565
40 nM/0.5xTBE+3 uL peptide 40 uM/80 mM Tris HCL pH
7.8. Sample 6 (10000:1 Subst:Qdot)=3 ul. Qdot 565 40
nM/0.5xTBE+3 uL. peptide 400 uM/80 mM Tris HCL. pH 7.8.
Again, the overall results show that a positively charged pep-
tide sequences can be designed which markedly influences
the electrophoretic mobility of fluorescent nanoparticles.
However, even thought there were multiple peptides on the
quantum dot, the overall particle polarity could not actually
be reversed. These results help in determining the level of
charge a peptide would need to have, in order to cause quan-
tum dot to reverse charge.

Example 2

Detection of Pancreatic a-Chymotrypsin and
Pancreatic Trypsin in 1xPBS Buffer Using a Net
Charge Differentiating Peptide Substrate

Inthis experiment a 1 mg/ml (650 uM) stock solution of the
NCDPS substrate Ac-N-Asp-Gly-Asp-Ala-Gly-Tyr-Ala-
Gly-Leu-Arg-Gly-Ala-Gly-diamino-ethyl-Bodipy FL. (SEQ
ID NO:29) (MW 1537.4) was prepared by dissolving the
peptide in 1x phosphate buffered saline (PBS) at pH 7.8.
Stock solutions from lyophilized bovine pancreatic a-chy-
motrypsin (MW 25 kDa) and bovine pancreatic trypsin (MW
23.8 kDa) were prepared at 2 mg/ml (80 uM a.-chymotrypsin
and 84 uM trypsin) concentrations in 1 mM HCI. Both pro-
teases were serially diluted in 1 mM HClin order to obtain the
desired concentrations. A solution of 486 pg/ml (316 uM) of
the Ac-N-Asp-Gly-Asp-Ala-Gly-Tyr-Ala-Gly-Leu-Arg-
Gly-Ala-Gly-diamino-ethyl-Bodipy FL peptide was pre-
pared in 1xPBS (pH 7.8). Aliquots of 14.4 ul of the DCDPS
peptide solution (1xPBS) were mixed with 1 pl aliquots of
various concentrations of the proteases or 1 ul of 1 mM HCI
for the negative control, and then allowed to react for one
hour. 6 pl samples containing 3 pg (300 uM) of the substrate
with protease concentrations ranging from 500 nM (lanes
1-2), 100 nM (lanes 3-4), 50 nM (lanes 5-6), 30 nM (lanes
7-8), 20 nM (lanes 9-10) or 0 nM (lanes 11-12) were loaded
into the wells of a 4% high resolution agarose gel run in
0.5xTBE. The samples were electrophoresed at 80 V for 0.5
hr and then visualized directly by a BioDoc-It® System with
a Model M-26 transilluminator (UVP, Upland, Calif.) at an
excitation of 302 nm and through a SYBR® Green filter
(passing 500-580 nm with peak transmission of 90% at 540
nm). The gel results are shown in FIG. 20, and by inspection
indicate a detection level of about 20 nM for chymotrypsin
and about 30 nM for trypsin in 1xPBS. Gels were then quan-
tified with a Storm 480 gel scanner using ImageQuant v5.2
(Molecular Dynamics, Sunnyvale, Calif.) (fluorescence
mode, high sensitivity, 100 pm pixel size, 1000V photomul-
tiplier tube) with a 450 nm excitation filter and a 520 nm long
pass emission filter. The plotted results which are presented in
FIG. 21 gave a detection limit of about 10 nM (0.02 activity
units'/ml) for a-chymotrypsin and 20 nM (8 activity units/
ml) for trypsin in 1xPBS.
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Example 3

Detection of Pancreatic a-Chymotrypsin and
Pancreatic Trypsin in Human Plasma Using a Net
Charge Differentiating Peptide Substrate

In this example a 1 mg/ml (650 uM) stock solution of the
peptide substrate was prepared from lyophilized Ac-N-Asp-
Gly-Asp-Ala-Gly-Tyr-Ala-Gly-Leu-Arg-Gly-Ala-Gly-di-
amino-ethyl-Bodipy FL. (MW 1537.4) (SEQ ID NO:29) by
dissolving the peptide in 1xPBS at pH 7.8. Stock solutions
from lyophilized bovine pancreatic c.-chymotrypsin (MW 25
kDa) and bovine pancreatic trypsin (MW 23.8 kDa) were
prepared at 2 mg/ml (80 uM a.-chymotrypsin and 84 uM
trypsin) concentrations in 1 mM HCI. Both proteases were
serially diluted in 1 mM HCI in order to obtain the desired
concentrations. A solution of 486 ng/ml (316 uM) of the
Ac-N-Asp-Gly-Asp-Ala-Gly-Tyr-Ala-Gly-Leu-Arg-Gly-
Ala-Gly-diamino-ethyl-Bodipy FL peptide was prepared in
un-diluted human plasma. Aliquots of 14.4 ul of the peptide
plasma solution were mixed with 1 pl aliquots of various
concentrations of the proteases or 1 ul of 1 mM HCI for the
negative control and then allowed to react for one hour.
Samples of about 6 pl each containing 3 pg (300 pM) of the
substrate with protease concentrations that ranged from 500
nM (lanes 1-2), 100 nM (lanes 3-4), 50 nM (lanes 5-6), 30 nM
(lanes 7-8), 20 nM (lanes 9-10) or O nM (lanes 11-12) were
loaded into the wells of a 4% high resolution agarose gel in
0.5xTBE. The samples were electrophoresed at 80 V for 0.5
hr and then visualized directly by a BioDoc-It® System with
a Model M-26 transilluminator (UVP, Upland, Calif.) at an
excitation of 302 nm and through a SYBR® Green filter
(passing 500-580 nm with peak transmission of 90% at 540
nm). The gel results are shown in FIG. 22, and indicated by
inspection a detection level of about 20 nM for chymotrypsin
and about 20 nM for trypsin in plasma. Gels were then quan-
tified with a Storm 480 gel scanner using ImageQuant v5.2
(Molecular Dynamics, Sunnyvale, Calif.) (fluorescence
mode, high sensitivity, 100 pm pixel size, 1000V photomul-
tiplier tube) with a 450 nm excitation filter and a 520 nm long
pass emission filter. The plotted results which are presented in
FIG. 23 give a detection limit of about 10 nM (0.02 activity
units'/ml) for a-chymotrypsin and 20 nM (8 activity units/
ml) for trypsin in 1x plasma.

Example 4

Detection of NCDPS Chymotrypsin and Trypsin
Cleavage Fragments in Whole Blood

A 1 mg/ml stock solution of Ac-N-Asp-Gly-Asp-Ala-Gly-
Tyr-Ala-Gly-Leu-Arg-Gly-Ala-Gly-diamino-ethyl-Bodipy
FL (SEQ ID NO:29) peptide substrate and various concen-
trations (2 mg/ml stock solution and serial dilutions of stock)
of bovine pancreatic a-chymotrypsin and trypsin were pre-
pared in the manner described in the above examples. For
detection of the cleavage products from reaction with a.-chy-
motrypsin, a solution of 486 ng/ml (316 uM) of the Ac-N-
Asp-Gly-Asp-Ala-Gly-Tyr-Ala-Gly-Leu-Arg-Gly-Ala-Gly-
diamino-ethyl-Bodip peptide was prepared in 1xPBS, pH 7.8.
In individual reaction tubes, 14.4 ul aliquots of this peptide
solution was mixed with 0.5 pl aliquots of various concentra-
tions of a-chymotrypsin (500 nM, 100 nM, 50 nM, 30 nM, 20
nM or 0 nM) and then allowed to react for 1 hour. Heparinized
whole rat blood was treated with an equal volume of 10x
protease inhibitor cocktail and allowed to incubate for 1
minute. Each 14.9 pl reaction mixture of enzyme and sub-
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strate was then mixed with 7 pl of protease inhibitor-treated
blood, forming a mixture containing 16% (v/v) blood Imme-
diately after mixing the treated blood with the reaction mix-
ture, 6 pl of each sample was loaded into the wells of a 4%
high-resolution agarose gel (0.5xTBE) and electrophoresed
at 80 V for 0.5 hour. The gels were visualized and quantified
as was described in the above examples. For detection of the
cleavage products by trypsin, a solution of 486 pug/ml (316
uM) of the Ac-N-Asp-Gly-Asp-Ala-Gly-Tyr-Ala-Gly-Leu-
Arg-Gly-Ala-Gly-diamino-ethyl-Bodipy FL. peptide was
prepared in 1xPBS at pH 7.8. In individual reaction tubes, 7.2
ul aliquots of this peptide solution was mixed with 0.5 pl
aliquots of various concentrations of trypsin (500 nM, 100
nM, 50 nM, 30 nM, 20 nM or 0 nM) and then allowed to react
for 1 hour. Heparinized whole rat blood was treated with 10x
protease inhibitor cocktail as before and each 7.7 pul reaction
mixture was mixed with 7 pl of protease inhibitor-treated
blood, forming a final solution containing 24% (v/v) blood
Immediately after mixing the treated blood with the reaction
mixture, samples were electrophoresed, visualized, and then
quantified as described above. The gel results for both chy-
motrypsin and trypsin are shown in FIG. 24, and give by
inspection a an estimated detection limit of 20 nM (0.03
activity units'/ml) for a.-chymotrypsin and 50 nM (10 activity
units®/ml) for trypsin. FIG. 25 shows the plotted results and
also gives give by inspection a detection limit of 20 nM (0.03
activity units'/ml) for a.-chymotrypsin and 50 nM (10 activity
units*/ml) for trypsin in blood.

Example 5

Detection of Chymotrypsin/Trypsin Activity in
Whole Blood Using NCDPS Substrate

In this experiment 7 ul of 1x phosphate buffered saline
(PBS)atpH 7.8 or 7 ul of whole rat blood were mixed with the
following: 7 pl of 1 mg/ml Acetyl-N-Asp-Gly-Asp-Ala-Gly-
Tyr-Ala-Gly-Leu-Arg-Gly-Ala-Gly-Bodipy FL. (SEQ ID
NO:26) in 1xPBS pH 7.8; 0.4 pl of 2 M CaCl,; and 0.5 pul of
the following concentrations 2 mg/ml, 0.4 mg/ml, 0.08 mg/ml
and 0 mg/ml of human pancreatic c.-chymotrypsin. The mix-
tures were incubated for 1 hour and then 6 pl of sample was
loaded into the wells of a 4% high resolution agarose gel. The
five wells on the left-hand side were loaded with 1xPBS
samples and the five wells on the right right-hand side were
loaded with the whole rat blood samples. Electrophoresis was
performed for 30 minutes at 80 V and then the gel was imaged
using a BioDoc-It® System with a Model M-26 transillumi-
nator (UVP, Upland, Calif.). Results for the experiment are
shown in FIG. 26 A and FIG. 26B. The upper FIG. 26 A show
the gel before the electric field was applied and the quenching
of fluorescent signal from NCDPS substrate by the blood
samples can clearly be seen in the five wells on the left side.
This sensitivity-reducing quenching issue would occur for
many of the current types of fluorescent enzyme assays uti-
lizing classical fluorogenic substrates. As a result, these latter
methods typically require considerable sample preparation,
which is time-consuming and makes the measurements less
accurate, in order to recover fluorescent signal. The lower
FIG. 26B shows the appearance of cleavage products in the
first three 1xPBS samples and in the blood samples. The
results demonstrate the rapid separation of fluorescent signal
from blood and subsequent recovery (un-quenching) of fluo-
rescent signal eliminating the need for sample preparation.
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Example 6

Determination of Non-Specific Binding of
Pancreatic a-Chymotrypsin/Trypsin Net Charge
Differentiating Substrate

A 1 mg/ml solution of the substrate Ac-N-Asp-Gly-Asp-
Ala-Gly-Tyr-Ala-Gly-Leu- Arg-Gly-Ala-Gly-diamino-
ethyl-Bodipy FL. (MW 1537.4) (SEQ ID NO:29) was pre-
pared in 1xPBS, pH 7.8 and 7 ul aliquots of this solution were
then each mixed with 1 pl of either 2 mg/ml bovine pancreatic
a-chymotrypsin or 1 mM HC, as a negative control. This
reaction was allowed to proceed for 1 hour. Rat blood was
obtained as before and half of it was treated with an equal
volume of 10x protease inhibitor cocktail, while the other half
was mixed with an equal volume of 1xPBS, pH 7.8. To each
8 ul solution of substrate (with or without a-chymotrypsin
added), 14 ul of either untreated rat blood, protease inhibitor-
treated rat blood, or 1xPBS, pH 7.8 was added and gently
mixed. For samples with blood added, the final concentration
of' blood was 32% (v/v). Samples were then electrophoresed
and visualized in the same way as described above. In orderto
compare data from both gels, the samples containing only
peptide in 1xPBS were split between the two gels as a control.
The results in FIG. 27 show that the uncleaved substrate in
1xPBS (unreacted with enzyme) that had migrated toward the
anode as a single band (see FIG. 27, No Enzyme—1x
PBS—A band), now, after cleavage by ca-chymotrypsin,
migrates as two bands toward the cathode, representing a
primary (see FIG. 27, Enzyme—1xPBS—HMC band) and a
secondary (see FIG. 27, Enzyme—1xPBS—LMC band)
a-chymotrypsin cleavage product. Comparing the reactions
in 1xPBS (see FIG. 27, Enzyme/No Enzyme—I1xPBS—
LMC/HMC bands) with the reactions in protease inhibitor
treated-blood (see FIG. 27, Enzyme/No Enzyme—BLOOD+
I—LMC/HMC bands), with and without a-chymotrypsin
added, the data shows that there was no significant shift up or
down of the SNR from the cathodic bands. If there was
significant non-specific binding altering the net charge of the
uncleaved substrate or of the fluorescently labeled cleavage
products, then there should be a significant shift of the SNR of
those bands. Therefore, this data shows that non-specific
binding is not occurring to any significant degree and hence
does not affect the accuracy of this detection scheme.

Example 7

Stacking Gel-Based Concentration of a Net Charge
Differentiating Protease Substrates to Improve
Sensitivity

A discontinuous gel was used in order to demonstrate a
focusing of the a-chymotrypsin/trypsin substrate Ac-N-Asp-
Gly-Asp-Ala-Gly-Tyr-Ala-Gly-Leu-Arg-Gly-Ala-Gly-di-
amino-ethyl-Bodipy FL (SEQ ID NO:29). A 7 mm wide 1%
agarose gel surrounded by 2 mm wide 20% T, 5% C poly-
acrylamide gels was created, with 0.5xTBE used for both the
gel casting buffer and running bufter. Samples of 0.5 mg/ml
substrate in 0.5xTBE were loaded, in 6 pl aliquots, into wells
formed in the polyacrylamide gel and then electrophoreses at
300V for 10 minutes in order to get the substrate to reach the
barrier between the two types of gel and focus. The results,
shown in FIG. 28 demonstrate that after 10 minutes the sub-
strate migrated from the sample loading well, through a
lower-density into higher-porosity agarose gel and then con-
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centrated upon reaching a lower-porosity barrier formed by a
higher-density polyacrylamide gel.

Example 8

High Voltage Electrophoresis in a High-Density
Polyacrylamide Capillary Gel to Focus NCDPS to
Improve Sensitivity

To a1 mm 0D capillary filled with 2 cm of'a 26% T, 8% C
polyacrylamide gelin 0.5xTBE, a 2 ul sample of 0.3 mg/ml of
the Ac-N-Asp-Gly-Asp-Ala-Gly-Tyr-Ala-Gly-Leu-Arg-
Gly-Ala-Gly-diamino-ethyl-Bodipy FL. (SEQ ID NO:29)
substrate was applied. In a running buffer of 0.5xTBE elec-
trophoresis was performed at 200V (10 V/mm) for 5 minutes.
Imaging was performed with an epifluorescent microscope
with a 2.5x, 0.07 NA Objective, a Bodipy TR Filter Set, and
a Peltier thermal controlled Hamamatsu Orca-ER CCD cam-
era. The results, shown in FIG. 29, demonstrate high concen-
tration and focusing of the fluorescent substrate into 50 pm
and 80 um-wide bands after 5 minutes of electrophoresis. The
2 ul sample volume injected into the 1 mm diameter capillary
spans approximately a 2.5 mm length of capillary, before the
electric field was applied. Therefore, this concentration of the
fluorescent signal into the two bands, totaling 130 um of
capillary length, represents more than a 20 fold concentration
of'the signal.

20

25

30 Example 9
Detection of c-1 Insulin Receptor Cleavage
Fragments in Blood Using a Charge Changing
Antibody Assay
35

Inthis example the net charge changing antibody method is
used for the detection of a-1 insulin receptor peptide cleavage
fragments (from MMP-9) directly in a whole blood sample.
Into a 50 ul blood sample is added a 10 ul aliquot (1xTBE
buffer, pH 7.8) containing fluorescent (Ex 490 nm and Em
510nm) antibody 1 (for -1 insulin receptor peptide cleavage
fragment epitope A) at 100 ng/ml, and the non-fluorescent
cationic antibody 2 (for a-1 insulin receptor peptide cleavage
fragment epitope B) at 100 ng/ml. The patient or test samples
along with a negative control (normal blood) are allowed to
react for about 15 minutes, and then 10 ul of each sample is
placed into the sample chamber of the focusing gel device. A
DC electric field at 200 volts is now applied to the system for
about five minutes. After the separation has been achieved the
anode (negative electrode) side of the focusing gel is scanned
with an epifluorescent detector and the fluorescent signals (at
510 nm) for the samples and control are detected and ana-
lyzed. The presence of any clinically relevant amounts of the
a-1 insulin receptor peptide cleavage fragments in the
patient/test samples produces a higher fluorescent signal, and
indicates the presence of MMP-9 which is diagnostic for
diabetes and associated inflammation.
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SEQUENCE LISTING

<160> NUMBER OF SEQ ID NOS: 30
<210> SEQ ID NO 1

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence
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-continued

38

<220> FEATURE:
<223> OTHER INFORMATION: Synthetic polypeptide

<400> SEQUENCE: 1

Gly Asp Ala Gly Tyr Ala Gly Ala Gly Lys
1 5 10

<210> SEQ ID NO 2

<211> LENGTH: 11

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<400> SEQUENCE: 2

Asp Gly Asp Ala Gly Arg Ala Gly Ala Gly Lys
1 5 10

<210> SEQ ID NO 3

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<400> SEQUENCE: 3

Asp Ala Gly Ser Val Ala Gly Ala Gly Lys
1 5 10

<210> SEQ ID NO 4

<211> LENGTH: 13

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<400> SEQUENCE: 4

Gly Asp Leu Ala Ala Ile Thr Ala Ala Gly Ala Gly Lys
1 5 10

<210> SEQ ID NO 5

<211> LENGTH: 12

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<400> SEQUENCE: 5

Gly Asp Pro Val Gly Leu Thr Ala Gly Ala Gly Lys
1 5 10

<210> SEQ ID NO 6

<211> LENGTH: 13

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<400> SEQUENCE: 6

Gly Asp Leu Ile Ser His Ser Ile Ala Gly Ala Gly Lys
1 5 10

<210> SEQ ID NO 7

<211> LENGTH: 13

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence
<220> FEATURE:
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-continued

40

<223>

<400>

1

<210>
<211>
<212>
<213>
<220>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>

<400>

OTHER INFORMATION: Synthetic polypeptide

SEQUENCE: 7

Asp Gly Asp Ala Gly Tyr Ala Gly Leu Arg Gly Ala Lys
5

10

SEQ ID NO 8

LENGTH: 10

TYPE: PRT

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Synthetic polypeptide
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (1)..(1)

OTHER INFORMATION: ACETYLATION
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (10)..(10)

OTHER INFORMATION: AMIDATION
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (10)..(10)

OTHER INFORMATION: Residue 10 modified at epsilon amino with
Bodipy TR

SEQUENCE: 8

Gly Asp Ala Gly Tyr Ala Gly Ala Gly Lys

1

<210>
<211>
<212>
<213>
<220>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>

<400>

5 10

SEQ ID NO 9

LENGTH: 11

TYPE: PRT

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Synthetic polypeptide
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (1)..(1)

OTHER INFORMATION: ACETYLATION
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (11)..(11)

OTHER INFORMATION: AMIDATION
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (11)..(11)

OTHER INFORMATION: Residue 11 modified at epsilon amino with
Bodipy TR

SEQUENCE: 9

Asp Gly Asp Ala Gly Arg Ala Gly Ala Gly Lys

1

<210>
<211>
<212>
<213>
<220>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>

5 10

SEQ ID NO 10

LENGTH: 10

TYPE: PRT

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Synthetic polypeptide
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (1)..(1)

OTHER INFORMATION: ACETYLATION
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (10)..(10)

OTHER INFORMATION: AMIDATION
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (10)..(10)

OTHER INFORMATION: Residue 10 modified at epsilon amino with
Bodipy TR
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42

-continued
<400> SEQUENCE: 10
Asp Ala Gly Ser Val Ala Gly Ala Gly Lys
1 5 10
<210> SEQ ID NO 11
<211> LENGTH: 13
<212> TYPE: PRT
<213> ORGANISM: Artificial sequence
<220> FEATURE:
<223> OTHER INFORMATION: Synthetic polypeptide
<220> FEATURE:
<221> NAME/KEY: MOD_RES
<222> LOCATION: (1).. (1)
<223> OTHER INFORMATION: ACETYLATION
<220> FEATURE:
<221> NAME/KEY: MOD_RES
<222> LOCATION: (13)..(13)
<223> OTHER INFORMATION: AMIDATION
<220> FEATURE:
<221> NAME/KEY: MOD_RES
<222> LOCATION: (13)..(13)
<223> OTHER INFORMATION: Residue 13 modified at epsilon amino with
Bodipy TR

<400> SEQUENCE: 11

Gly Asp Leu Ala Ala Ile Thr Ala Ala Gly Ala Gly Lys
1 5 10

<210> SEQ ID NO 12

<211> LENGTH: 12

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: ACETYLATION
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (12)..(12)

<223> OTHER INFORMATION: AMIDATION
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (12)..(12)
<223> OTHER INFORMATION: Residue 12 modified at epsilon amino with
Bodipy TR

<400> SEQUENCE: 12

Gly Asp Pro Val Gly Leu Thr Ala Gly Ala Gly Lys
1 5 10

<210> SEQ ID NO 13

<211> LENGTH: 13

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: ACETYLATION

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (13)..(13)

<223> OTHER INFORMATION: AMIDATION

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (13)..(13)

<223> OTHER INFORMATION: Residue 13 modified at epsilon amino with
Bodipy TR
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-continued

<400>

SEQUENCE: 13

Gly Asp Leu Ile Ser His Ser Ile Ala Gly Ala Gly Lys

1

<210>
<211>
<212>
<213>
<220>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>
<220>
<221>
<222>
<223>

<400>

1

<210>
<211>
<212>
<213>
<220>
<223>
<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<400>

5 10

SEQ ID NO 14

LENGTH: 13

TYPE: PRT

ORGANISM: Artificial sequence
FEATURE:

OTHER INFORMATION: Synthetic polypeptide
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (1)..(1)

OTHER INFORMATION: ACETYLATION
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (13)..(13)

OTHER INFORMATION: AMIDATION
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (13)..(13)

OTHER INFORMATION: Residue 13 modified at epsilon amino with
Bodipy TR

SEQUENCE: 14

Asp Gly Asp Ala Gly Tyr Ala Gly Leu Arg Gly Ala Lys
5

10

SEQ ID NO 15

LENGTH: 4

TYPE: PRT

ORGANISM: Artificial sequence

FEATURE:

OTHER INFORMATION: Synthetic polypeptide
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (1)..(1)

OTHER INFORMATION: Residue 1 modified at N-terminal with PEG
linker, which in turn is modified with N-Ac Asp

FEATURE:
NAME/KEY: MOD_RES
LOCATION: (4)..(4)

OTHER INFORMATION: Residue 4 modified at C-terminal with PEG
linker, which in turn is modified with Bodipy TR

SEQUENCE: 15

Gly Tyr Ala Gly

1

<210>
<211>
<212>
<213>
<220>
<223>
<220>
<221>
<222>
<223>

<220>
<221>
<222>
<223>

<400>

SEQ ID NO 16

LENGTH: 4

TYPE: PRT

ORGANISM: Artificial sequence

FEATURE:

OTHER INFORMATION: Synthetic polypeptide
FEATURE:

NAME/KEY: MOD_RES

LOCATION: (1)..(1)

OTHER INFORMATION: Residue 1 modified at N-terminal with PEG
linker, which in turn is modified with N-Ac-Asp-Asp

FEATURE:
NAME/KEY: MOD_RES
LOCATION: (4)..(4)

OTHER INFORMATION: Residue 4 modified at C-terminal with PEG
linker, which in turn is modified with Bodipy TR

SEQUENCE: 16

Gly Arg Ala Gly

1

<210>

SEQ ID NO 17
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-continued
<211> LENGTH: 10
<212> TYPE: PRT
<213> ORGANISM: Artificial sequence
<220> FEATURE:
<223> OTHER INFORMATION: Synthetic polypeptide
<220> FEATURE:
<221> NAME/KEY: MOD_RES
<222> LOCATION: (1).. (1)
<223> OTHER INFORMATION: ACETYLATION
<220> FEATURE:
<221> NAME/KEY: MISC_FEATURE
<222> LOCATION: (2)..(2)
<223> OTHER INFORMATION: D-Asp
<220> FEATURE:
<221> NAME/KEY: MISC_FEATURE
«<222> LOCATION: (3)..(3)
<223> OTHER INFORMATION: D-Ala
<220> FEATURE:
<221> NAME/KEY: MISC_FEATURE
<222> LOCATION: (8)..(8)
<223> OTHER INFORMATION: D-Ala
<220> FEATURE:
<221> NAME/KEY: MISC_FEATURE
<222> LOCATION: (10)..(10)
<223> OTHER INFORMATION: D-Lys
<220> FEATURE:
<221> NAME/KEY: MOD_RES
<222> LOCATION: (10)..(10)
<223> OTHER INFORMATION: AMIDATION
<220> FEATURE:
<221> NAME/KEY: MOD_RES
<222> LOCATION: (10)..(10)
<223> OTHER INFORMATION: Residue 10 modified at epsilon amino with
Bodipy TR

<400> SEQUENCE: 17

Gly Asp Ala Gly Tyr Ala Gly Ala Gly Lys
1 5 10

<210> SEQ ID NO 18

<211> LENGTH: 11

<212> TYPE: PRT

<213> ORGANISM: Artificial sequence
<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: ACETYLATION
<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: D-Asp
<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

«<222> LOCATION: (3)..(3)

<223> OTHER INFORMATION: D-Asp
<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (4)..(4)

<223> OTHER INFORMATION: D-Ala
<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (9)..(9)

<223> OTHER INFORMATION: D-Ala
<220> FEATURE:

<221> NAME/KEY: MISC_FEATURE

<222> LOCATION: (11)..(11)

<223> OTHER INFORMATION: D-Lys
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (11)..(11)

<223> OTHER INFORMATION: AMIDATION
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (11)..(11)

<223> OTHER INFORMATION: Residue 11 modified at epsilon amino with
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Bodipy TR
<400> SEQUENCE: 18

Asp Gly Asp Ala Gly Arg Ala Gly Ala Gly Lys
1 5 10

<210> SEQ ID NO 19

<211> LENGTH: 13

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: ACETYLATION

<400> SEQUENCE: 19

Asp Gly Asp Ala Gly Tyr Ala Gly Lys Arg Gly Ala Gly
1 5 10

<210> SEQ ID NO 20

<211> LENGTH: 6

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: ACETYLATION

<400> SEQUENCE: 20

Asp Gly Asp Ala Gly Tyr
1 5

<210> SEQ ID NO 21

<211> LENGTH: 7

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<400> SEQUENCE: 21

Ala Gly Leu Arg Gly Ala Gly
1 5

<210> SEQ ID NO 22

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<400> SEQUENCE: 22

Gly Glu Gly Ala Phe Gly Ala Arg Gly
1 5

<210> SEQ ID NO 23

<211> LENGTH: 9

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES
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-continued

<222> LOCATION: (9)..(9)
<223> OTHER INFORMATION: Residue 9 modified with biotin

<400> SEQUENCE: 23

Gly Glu Gly Ala Phe Gly Ala Arg Gly
1 5

<210> SEQ ID NO 24

<211> LENGTH: 10

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: Residue 1 modified with biotin which is
further bound to streptavidin quantum dot

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (10)..(10)

<223> OTHER INFORMATION: AMIDATION

<400> SEQUENCE: 24

Gln His Trp Ser Tyr Gly Leu Arg Pro Gly
1 5 10

<210> SEQ ID NO 25

<211> LENGTH: 13

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: ACETYLATION

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (13)..(13)

<223> OTHER INFORMATION: Residue 13 modified with Bodipy FL

<400> SEQUENCE: 25

Asp Gly Asp Ala Gly Tyr Ala Gly Leu Arg Gly Ala Gly
1 5 10

<210> SEQ ID NO 26

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: Residue 1 modified at N-terminal with
N-acetyl-Asp-PEG

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (4)..(4)

<223> OTHER INFORMATION: Residue 4 modified at C-terminal with
PEG-Bodipy TR

<400> SEQUENCE: 26

Gly Tyr Ala Gly
1

<210> SEQ ID NO 27

<211> LENGTH: 4

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence



US 9,222,119 B2
51

-continued

52

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: Residue 1 modified at N-terminal with
N-acetyl-Asp-Asp-PEG

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (4)..(4)

<223> OTHER INFORMATION: Residue 4 modified at C-terminal with
PEG-Bodipy TR

<400> SEQUENCE: 27

Gly Arg Ala Gly
1

<210> SEQ ID NO 28

<211> LENGTH: 8

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide
<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: ACETYLATION

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (8)..(8)

<223> OTHER INFORMATION: Residue 8 modified with Bodipy TR

<400> SEQUENCE: 28

Asp Gly Ala Val Gly Ala Val Lys
1 5

<210> SEQ ID NO 29

<211> LENGTH: 13

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (1).. (1)

<223> OTHER INFORMATION: ACETYLATION

<220> FEATURE:

<221> NAME/KEY: MOD_RES

<222> LOCATION: (13)..(13)

<223> OTHER INFORMATION: Residue 13 modified at C-terminal with
diamino-ethyl Bodipy FL

<400> SEQUENCE: 29

Asp Gly Asp Ala Gly Tyr Ala Gly Leu Arg Gly Ala Gly
1 5 10

<210> SEQ ID NO 30

<211> LENGTH: 12

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Synthetic polypeptide

<400> SEQUENCE: 30

Pro Glu Cys Pro Ser Gly Tyr Thr Met Asn Ser Ser
1 5 10
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What is claimed is:

1. A peptide sequence comprising the sequence of any one
of SEQ ID NOs:1-3, 7-10 and 14-18 or conservative amino
acid substitutions thereof;,

wherein said sequence comprises a detectable moiety.

2. The peptide sequence of claim 1, wherein said detectable
moiety is a fluorophore, a quantum dot, a fluorescent nano-
particle, a dendrimeric nanoparticle, a metallic nanoparticle,
a chemiluminescent label, a electrochemical label or a oxida-
tion/reduction label.

3. The peptide sequence of claim 2, wherein said detectable
moiety is a fluorophore.

4. The peptide sequence of claim 2, wherein said detectable
moiety is a chemiluminescent label.
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